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Introduction and outline of this thesis






Introduction and Outline of this Thesis

Pulmonary hypertension

Definition and classification

Pulmonary hypertension (PH) is a chronic and life-threatening disease characterized by
increased pulmonary artery pressure (PAP) and pulmonary vascular resistance (PVR), which
leads to progressive right heart failure and premature death. PH has been defined as an
increase of mean PAP (mPAP) > 25 mmHg as measured by right heart catheterization at rest
since the 15 World Symposium on Pulmonary Hypertension (WSPH) held in Geneva in 1973.
1 From 2018, PH has been re-defined as an increase of mPAP > 20 mmHg based on 2 times

SD more than the mean value in normal subjects (14+3 mmHg) at the 6™ WSPH in Nice. 2

PH is a complex disease with a wide spectrum of clinical etiologies. To better manage
patients with PH, PH was first officially classified at the 1°* WSPH into 2 groups based on
their etiologies: PH of known cause, and PH of unknown cause or primary PH. ! Twenty-five
years after the 1°* WSPH, with the remarkable progress in the understanding of this disease,
the classification of PH was firstly modified into 5 groups to facilitate the communication
with patients and the standardization of treatment and diagnosis at the 2" WSPH. 3 This
classification was recently updated and refined at the 61" WSPH based on their similarity in
the pathological mechanisms, in combination with their hemodynamic features, clinical
symptoms, and their therapeutic options: Group 1, pulmonary arterial hypertension (PAH);
Group 2, PH due to left heart disease; Group 3, PH due to lung diseases and/or hypoxia;
Group 4, PH due to pulmonary artery obstructions (including chronic thromboembolic PH);

Group 5, PH with unclear and/or multifactorial mechanisms. 2 (Table 1)

Apart from its clinical classification, PH is also classified into 3 groups if only based on the

hemodynamic characteristics by right heart catheterization: 2

1. Pre-capillary PH is defined as mPAP >20 mmHg, with pulmonary artery wedge pressure
(PAWP) <15 mmHg, and PVR > 3 WU, including clinical groups 1, 3, 4 and 5;

2. lIsolated post-capillary PH (IpcPH) is defined as mPAP >20 mmHg, PAWP > 15 mmHg, and
PVR < 3 WU, including clinical groups 2 and 5;

3. Combined pre- and post-capillary PH (CpcPH) is defined as mPAP > 20 mmHg, PAWP >

15 mmHg, and PVR = 3 WU, including clinical groups 2 and 5.



Chapter 1

Table 1. Clinical classification of PH

1 Pulmonary arterial hypertension (PAH)
1.1 Idiopathic PAH
1.2 Heritable PAH
1.3 Drug- and toxin-induced PAH
1.4 PAH associated with:
1.4.1 Connective tissue disease
1.4.2 HIV infection
1.4.3 Portal hypertension
1.4.4 Congenital heart disease
1.4.5 Schistosomiasis
1.5 PAH long-term responders to calcium channel blockers
1.6 PAH with overt features of venous/capillaries (PVOD/PCH) involvement

1.7 Persistent PH of the newborn syndrome

2 PH due to left heart disease

2.1 PH due to heart failure with preserved LVEF
2.2 PH due to heart failure with reduced LVEF
2.3 Valvular heart disease

2.4 Congenital/acquired cardiovascular conditions leading to post-capillary PH

3 PH due to lung diseases and/or hypoxia

3.1 Obstructive lung disease

3.2 Restrictive lung disease

3.3 Other lung disease with mixed restrictive/obstructive pattern
3.4 Hypoxia without lung disease

3.5 Developmental lung disorders

4 PH due to pulmonary artery obstructions
4.1 Chronic thromboembolic PH

4.2 Other pulmonary artery obstructions

5 PH with unclear and/or multifactorial mechanisms
5.1 Haematological disorders

5.2 Systemic and metabolic disorders

5.3 Others

5.4 Complex congenital heart disease

Adjusted from 2. PVOD: pulmonary veno-occlusive disease; PCH: pulmonary capillary
haemangiomatosis; LVEF: left ventricular ejection fraction.
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Introduction and Outline of this Thesis

Pathology and Pathobiology

Pulmonary Circulation

The pulmonary circulation is a low-pressure and low-resistance circuit that is different from
the systemic circulation. # In healthy individuals with normal pulmonary vasculature, the
rise of pulmonary artery pressure in response to exercise is often small and exerts relative
little stress on the right ventricle (RV). * However, impaired pulmonary vasodilation and
pulmonary vascular remodeling are common and significant pathological abnormalities not
only in PAH but also in other groups of PH, such as chronic thromboembolic PH (CTEPH) and
PVOD. ® These changes contribute to the increased PVR, increased afterload of the RV and,

when severe enough, eventually to progressive right heart failure. ®

Dysfunction of pulmonary endothelium, including large artery, microvascular and venous
endothelium, is thought to be the key contributor to these pathological changes in PAH.?
The functions of normal pulmonary endothelium include maintenance of vascular tone,
regulation of leukocyte trafficking, maintaining barrier function, and angiogenesis, etc.”
Dysfunctional endothelium generally loses these functions and presents with several
aberrant phenotypes: 1) imbalance in the production of vasodilators and vasoconstrictors;
2) switch into pro-inflammatory, pro-thrombotic phenotype, pro-proliferative, anti-
apoptotic, and a transition of endothelial to smooth muscle-like mesenchymal phenotype;
3) increased permeability and impaired barrier function; 4) metabolic abnormality; 5)

decreased tube formation, etc. > 8 (Figure 1)

There are three well-identified pathways involved in the impaired pulmonary endothelial
function in PH, these pathways mainly contribute to the elevated pulmonary vascular tone
and partially the pulmonary vascular remodeling. First, activation of the endothelin (ET)
pathway. ET-1, the most important isoform of ET, is proven to be a very potent pulmonary
vasoconstrictor via activation of both ETa and ETs receptors. ET pathway activation also
induces excessive proliferation of the pulmonary vascular cells. ° Second, decreased
availability of vasodilator endothelial nitric oxide synthesized from L-arginine. Nitric oxide
could activate the soluble guanylate cyclase (sGC) in the smooth muscle cells to catalyze the
conversion of guanosine triphosphate to cyclic guanosine monophosphate (cGMP), which

relaxes the contraction of smooth muscle. cGMP is further degraded into 5'-GMP by
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Chapter 1

phosphodiesterases (PDE) whose activity is increased in PH. ¥ Third, reduced synthesis of
vasodilator prostacyclin from arachidonic acid by endothelial cells, therefore, its binding to
the prostacyclin receptor becomes limited. Prostacyclin receptor induces adenylate cyclase
activity to catalyze the conversion of adenosine triphosphate (ATP) into cyclic adenosine

monophosphate (cAMP), which could reduce Ca?* concentration and cause vasodilation. !

Functional endothelium in normal pulmonary artery
= Balance of vasoconstriction and vasodilation

= Leukocyte trafficking

= Intact barrier function

= Angiogenesis

Dysfunctional endothelium in PAH pulmonary artery

Impaired endothelium-dependent vasodilation
Excessive proliferation and apoptosis resistance
Pro-inflammatory phenotype

Pro-thrombotic phenotype

Smooth muscle-like mesenchymal phenotype
Impaired barrier function

Abnormal metabolic process

Decreased tube formation

Figure 1. Pulmonary endothelium in healthy condition and in PAH. Functions of normal
pulmonary endothelium (Green Square) include maintenance of vascular tone, regulation
of leukocyte trafficking, maintaining barrier function, and angiogenesis, etc. Dysfunctional
endothelium in PAH (Pink Square) generally loses these functions and presents with several
aberrant phenotypes, such as impaired endothelium-dependent vasodilation phenotype,
pro-inflammatory, pro-thrombotic, pro-proliferative, anti-apoptotic, endothelial to smooth
muscle-like mesenchymal phenotype, increased permeability, impaired barrier function,
abnormal metabolic process, decreased tube formation, etc. (Adjusted from?®).

Pulmonary vascular remodeling not only involves endothelial dysfunction but also aberrant
proliferation and apoptosis resistance of smooth muscle cells and fibroblasts. Underlying
mechanisms involved in these pathological changes of pulmonary vasculature in PAH have
been extensively investigated in the past decades, including 1) genetic involvement such as
BMPR2 and BMP9 mutations; 1215 2) epigenetic involvement such as DNA methylation,
histone modifications and micro-RNA modification; **” 3) environmental involvement such
as hypoxia, mechanical stress and inflammation. 182! All of these contribute together to a
complex cascade of signaling pathways that induce the abnormalities in pulmonary vascular

cells, and consequently the increased pulmonary vascular tone and remodeling.

12



Introduction and Outline of this Thesis

Cardiopulmonary unit

RV function determines the clinical status and outcome of PH patients. 22 Moreover, RV
function during exercise seems a better prediction of clinical status and survival than atrest.
2326 Therefore, an in-depth understanding of the cardiac pathophysiology at rest and during

exercise in PH will help us better manage PH patients.

Importantly, right heart failure in PH is not the mere consequence of a myocardial disease
but a complex consequence of an altered structure and impaired function of the pulmonary
vasculature leading to a complex myocardial adaptation that may initially be beneficial, but
becomes inadequate in the long term. Therefore, RV-pulmonary arterial (RV-PA) coupling,
which describes the relation between the RV and its load, should be considered as a tool to
evaluate the whole cardiopulmonary unit. ® RV-PA coupling can be estimated by the ratio
of end-systolic elastance (Ees) and arterial elastance (Ea) obtained from pressure-volume

loop analysis or single(multi) beat(s) methods.2% 27-28

Usually, at early-stage of PH, patients are often free from symptoms because the RV is able
to cope with the increased afterload. Cardiac output is preserved to maintain the blood
flow by increasing cardiac contractility and myocardial hypertrophy. RV-PA coupling is also
maintained at adaptive stage, while with the progression of the disease, the maladaptive
RV failed to cope with its afterload, RV-PA coupling is progressively reduced (Figure 2). &%
At end-stage of PH, patients with right heart failure when the failing RV is no longer able to
provide sufficient blood flow to meet the demand either at rest or during physiological
activities, such as exercise. Patients start to present obvious symptoms such as dyspnea and
fatigue, sometimes followed by syncope and angina. ® ?° Since the symptoms are rather
non-specific and occur relatively late in the disease process, in clinical practice, the early
recognition of PH is difficult. Therefore, an increasing number of studies has proposed that

exercise can be used to facilitate the early recognition of PH in patients at risk. 3% 3!

Various mechanisms contribute to the onset and progression of right heart failure, including
susceptibility to ischemia, shift of metabolism from free-fatty acid oxidation towards
glycolysis, increased oxidative stress and inflammatory response, cardiomyocyte apoptosis,

activation of adrenergic pathway and the renin—angiotensin—aldosterone system, impaired
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Chapter 1

angiogenesis, and accumulation of extra-cellular matrix, etc. ** 32 However, the main
determinants of right heart failure are largely unknown, which contributes to the limited

options for the treatment of right heart failure. 33

RV coupled RV uncoupled

207 (Ees/Ea within normal range)  (Ees/Ea reduced)

50
404

304

RV pressure mmHg

209 Normal Fes/Ea

= » Ea
0 50 100 150 200
RV volume mL

Figure 2. Right ventricular pressure-volume loop. Normal (blue), pulmonary hypertension
(green) and right ventricular failure (purple). Ees: end-systolic elastance; Ea: arterial
elastance. (Adjusted from )

Approved PAH therapies

The currently approved therapies for patients with PAH and CTEPH with inoperable status
or with recurrent/persistent pulmonary hypertension after pulmonary endarterectomy are
all derived from the three well-identified pathways that are involved in the regulation of
endothelial function: 1) Endothelin receptor antagonists, such as Bosentan, are intended to
target the up-regulated ET pathway. 2) Phosphodiesterase type 5 inhibitors and guanylate
cyclase stimulators, such as Sildenafil and Riociguat, are intended to target the down-
regulated nitric oxide pathway. 3) Prostacyclin analogues and its receptor agonists, such as
Epoprostenol and Selexipag, are intended to target the down-regulated prostacyclin
pathway (Figure 3). 3 Since these therapies are principally targeting the pulmonary vascular
tone and affecting pulmonary vascular remodeling only to a limited extent, pulmonary
vascular remodeling continues and increases PVR, eventually the RV cannot cope anymore
and starts to fail. Therefore, there is an unmet need to identify new mechanisms that are

key for pulmonary vascular remodeling in PAH in order to develop novel therapies.
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Introduction and Outline of this Thesis

Endothelin pathway l Nitric oxide pathway I Prostacyclin pathway ,

Pro-endothelin-1 /_\
L-arginine .
I Arachidonic acid

Endothelin-1 B e
(Vasoconstriction and proliferation) Nitric oxide " Exogenous NO
(Vasodilatation and antiproliferation) =000 Prostacyclin
( n and antiprolif n)

Endothelin

" receptor A Endothelin
i roceptor B
- P

receplor

mm——
Selective ETA | PDE-5 Non-prostanoid

receptor antagonists SGC stimulators inhibitors IP receptor agonists

e miesed) ) [ rettdineded)

® CAMP

O

GTP  —= cGMP ——> GMP

Figure 3. Currently approved therapies in PAH and CTEPH derived from the three well-
identified pathways. Endothelial dysfunction with the up-regulation of endothelin-1
pathway and the down-regulation of nitric oxide and prostacyclin pathways breaks the
balance between vasoconstrictor and vasodilators, which induces the increased pulmonary
vascular tone and pulmonary vascular remodeling. ET, endothelin; ETA, endothelin type A;
NO, nitric oxide; sGC, soluble guanylate cyclase; PDE-5, phosphodiesterase type 5; IP,
prostaglandin 12. (Adjusted from 34)

Tryptophan Metabolism

History of Tryptophan and pulmonary hypertension
Tryptophan is an essential amino acid, which should be obtained from the diet. Tryptophan
is critical for protein biosynthesis, while simultaneously, the metabolites from tryptophan

can be used as active molecules with important physiological functions.

It has been reported in 1990s that 6 patients with eosinophilic myalgia syndrome induced
by L-tryptophan supplements developed PH, 5 patients recovered and achieved clinical
improvement after the discontinuation of L-tryptophan ingestion and treatment with
steroids, ¥ 3¢ while PH persisted in one case that was neither myalgia nor peripheral
eosinophilia. 3 Although it is very difficult to determine the causality, and the underlying
mechanisms are not well-recognized, L-tryptophan has been included as a possible factor

that could induce PAH in Drug- and toxin-induced PAH category since the 2" WSPH. 3
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Chapter 1

Therefore, to know the underlying mechanisms, determine the metabolism of tryptophan

and its other physiological functions becomes an important issue.

Tryptophan-Kynurenine pathway

The majority of tryptophan is degraded through the kynurenine pathway (KP), and its
metabolites are the substrates for the de Novo nicotinamide adenine dinucleotide (NAD*)
synthesis, which is a critical coenzyme in the reduction-oxidation reactions. 3 Apart from
the de Novo pathway, there are also another two pathways that can generate NAD*, Preiss-

Handler pathway and salvage pathway (Figure 4). 38

Previous study showed that the salvage NAD* synthesis was enhanced in patients with
advanced PAH and three severe rodent models of PH through the increased expression of
the rate-limiting enzyme nicotinamide phosphoribosyl-transferase (NAMPT). Hence
NAMPT inhibition to reduce the salvage NAD* synthesis was suggested to be a potential
therapeutic target for PAH. 3° Interestingly, the de Novo NAD* synthesis rather the salvage
synthesis was activated in swine with early-stage of PH, %° indicating that de Novo NAD*

synthesis might be involved in the early pathological process of PH.

De novo pathway NAD* Synthesis Preiss-Handler
pathway

KP Nicotinic acid NAPRT
Tryptophan =3 mononucleotide (NaMN) €= Nicotinic acid

NAD*

Salvage pathway Nicotinamide
Riboside (NR)
NAMPT > Nicotinamide @I
mononucleotide (NMN)

Nicotinamide (NAM)

Figure 4. NAD" synthesis. NAD* can be generated though the de Novo pathway, the Preiss-
Handler pathway and the salvage pathway. NAD: nicotinamide adenine dinucleotide, KP:
kynurenine pathway, NAPRT: nicotinate phosphoribosyltransferase, NAMPT: nicotinamide
phosphoribosyl-transferase.
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Introduction and Outline of this Thesis

The de Novo NAD* synthesis starts from tryptophan, which is converted into Kynurenine,
followed by 3-hydroxykynurenine, 3-hydroxykynurenic acid, quinolinic acid, and finally
NAD*. Meanwhile, Kynurenine is also converted to kynurenic acid and anthranilic acid which
is also converted to 3-hydroxykynurenic acid. Several enzymes are involved in this process,
including indoleamine-2,3-dioxygenase, tryptophan-2,3-dioxygenase, kynurenine-3-

monoxygenase, kynureninase, kynurenine aminotransferase, 3-hydroanthranilate-3,4-

dioxygenase, and quinolinate phosphoribosyltrasnferase (Figure 5).4 4

Figure 5. De novo NAD" synthesis from kynurenine pathway. NAD: nicotinamide adenine
dinucleotide. (All structure pictures from Wikipedia)

It has been reported in 2016 that there is a correlation between KP metabolites and RV-
pulmonary vascular dysfunction in PAH patients. ** Moreover, elevated levels of kynurenine
in the plasma were observed in other PAH cohorts, * % and found to be related to immune
dysfunction, and associated with in a short-term clinical outcome with 6 months follow-up.
4> Nevertheless, there was no comprehensive study in the whole panel of KP metabolites in

PAH patients, especially in treatment-naive PAH patients to determine its values in the early
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Chapter 1

screening of PAH. Moreover, the effects of approved PAH therapy on KP metabolism, their

prognostic values, and the reason causing KP dysfunction are still unknown.

Tryptophan-Serotonin pathway

Tryptophan can also be metabolized via the serotonin (5-hydroxytryptamine) pathway.
Serotonin is synthesized from tryptophan through a two-step enzymatic reaction involving
a ring hydroxylation (tryptophan hydroxylase) followed by a decarboxylation (Aromatic L-
amino acid decarboxylase) step (Figure 6, light green). Two pathways are responsible for
the degradation of serotonin: 1) formation of 5-hydroxyindoleacetic acid by monoamine
oxidase and aldehyde dehydrogenase (Figure 6, light red). 2) production of melatonin via a
two-step enzymatic reaction by N-acetyltransferase followed with N-Acetylserotonin O-

methyltransferase (Figure 6, light blue). 4

Tryptophan 5-hydroxytryptophan Serotonin
HO
(0]
O
OH ——> —_— HO
I Tryptophan OH  Aromatic L-amino acid
HN N H2 hydroxylase I decarboxylase
HN NH,
monoamine oxidase
/ N-acetyltransferase aldehyde dehydrogenase
(0] HO
H
N
\”/ N- Acetylseromnm
l O-methyltransferase \f
N O
H
Melatonin N-Acetyl serotonin 5-HIAA

Figure 5. Biosynthesis and degradation of tryptophan through serotonin pathway.
Serotonin is synthesized from dietary tryptophan via tryptophan hydroxylase followed by
aromatic L-amino acid decarboxylase, and converted into 5-HIAA via monoamine oxidase
and aldehyde dehydrogenase, or into melatonin via N-acetyltransferase followed by N-
Acetylserotonin O-methyltransferase. 5-HIAA: 5-hydroxyindoleacetic acid. (All structure
pictures from Wikipedia)

It has been demonstrated that serotonin pathway is involved in the pathobiology of PAH
since 1990s, activation of serotonin pathway has been demonstrated contributing to the

pulmonary constriction and pulmonary vascular remodeling in PAH. #’ The rate-limiting

enzyme of serotonin tryptophan hydroxylase 1 is increased in pulmonary artery endothelial
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Introduction and Outline of this Thesis

cells in the lung from PAH patients, which results in an increased synthesis of serotonin
inducing smooth muscle hyperplasia. *® Moreover, increased expression of the serotonin
transporter in the pulmonary artery smooth muscle cells further facilitates the activation of
5-HT1B receptor, which contributes to experimental pulmonary hypertension by inducing

lung reactive oxygen species production, etc. 4°-52

Melatonin is one of the end-products of tryptophan via the serotonin pathway. Melatonin
is well-known for its role in the regulation of circadian rhythm.>® Over the past decades, an
increasing number of studies demonstrated that exogenous melatonin exerts protective
effects in cardiovascular diseases, >*°® and respiratory diseases. >’ It was also already shown
in 2007 that chronic hypoxia induced pulmonary hypertension was associated with the loss

of the pulmonary vasorelaxation effect of melatonin, 58

while supplementation of
melatonin could prevent chronic hypoxia induced pulmonary hypertension via anti-
proliferative and anti-inflammatory effects, > ¢ as well as through inhibiting oxidative

61-63 restoring nitric oxide production,’! and increasing angiogenesis.®* These

stress,
beneficial effects of melatonin were also shown in the rat models of monocrotaline-induced
PH, 806566 and Sugen-hypoxia-induced PH. & In addition, melatonin was found to be cardio-
protective in monocrotaline-induced PH by improving RV function and inhibiting cardiac
fibrosis. ¢ Although these animal studies suggest that exogenous melatonin might be
beneficial for the treatment in patients with pulmonary hypertension, the endogenous

levels of melatonin in patients with pulmonary hypertension and their clinical significance

are still unknown.
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Outline of this thesis

This thesis includes two parts with research that address both basic and clinical questions
of PH. The aims are to gain an in-depth knowledge of the cardiac pathophysiology in PH and
to investigate novel biomarkers for PH. To achieve this goal, we performed experimental
studies to investigate the cardiac pathophysiology of PH by using two large animal models
of PH in swine (Chapter 2-5), and a prospective cohort study to investigate the prognostic

values of tryptophan metabolites in PH patients (Chapter 6-7).
Part I: Cardiac Pathophysiology of Pulmonary Hypertension (Basic)

To understand the pathophysiological changes at early-stage PH, we created two porcine
models of PH: a CTEPH model by chronic pulmonary vascular embolism with microsphere
in combination with the induction of endothelial dysfunction as described in Chapter 2, and
a combined pre- and post-capillary PH (CpcPH) model by pulmonary vein banding as
described in Chapter 4. We first characterized these models representing early-stage PH,
with pulmonary vascular remodeling and RV remodeling, and then examined the molecular
changes in the lung and heart in CTEPH as described in Chapter 2 & 3. We used a chronic
instrumentation technique by placing flow sensors around the right coronary artery and
aorta, and catheters into RV, and pulmonary artery. This allowed us to directly measure
coronary blood flow (CBF), hemodynamics and RV-PA coupling in swine at rest and during
exercise as described in Chapter 2-5. By doing this, we tested the hypothesis that right CBF

is an important determinant of RV function during exercise in PH as described in Chapter 5.
Part II: Tryptophan Metabolism in Pulmonary Hypertension (Clinical)

Since we found an activation of the de novo NAD* synthesis from tryptophan in the lung of
CpcPH swine, we further investigated tryptophan metabolism in PH patients. An Erasmus
MC cohort of 64 consecutive PH patients (43 PAH and 21 CTEPH) was used, their plasma
samples had been taken at the time of diagnosis and during the follow up period until 1°
January 2019. We developed, in-house, a method to measure the tryptophan metabolites
by using liquid chromatography-tandem mass spectrometry. These resources allowed us to
investigate the prognostic values of KP metabolites in PAH patients as described in Chapter

6, and also the prognostic values of melatonin in PAH patients as described in Chapter 7.
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Exercise Facilitates Early Recognition of CTEPH

Abstract

Background: Chronic thromboembolic pulmonary hypertension (CTEPH) develops in 4% of
patients after pulmonary embolism and is accompanied by an impaired exercise tolerance,
which is ascribed to the increased right ventricular (RV) afterload and a ventilation/
perfusion (V/Q) mismatch in the lung. This study investigated changes in arterial PO, and
hemodynamics in response to treadmill exercise during development and progression of

CTEPH in a swine model.

Method: Swine were chronically instrumented and received multiple pulmonary embolisms
by (i) microsphere infusion (Spheres) over five weeks, (ii) endothelial dysfunction by
administration of eNOS inhibitor L-N“-Nitroarginine methyl ester (LNAME) during seven
weeks, (iii) combined pulmonary embolisms and endothelial dysfunction (LNAME+Spheres),

or (iv) served as sham-operated controls (Sham).

Results: After nine weeks follow-up, embolization combined with endothelial dysfunction
resulted in CTEPH as evidenced by a mean pulmonary artery pressure of 39.5£5.1 mmHg
versus 19.1+1.5 mmHg (Spheres), 22.7+2.0 mmHg (LNAME) and 20.1+1.5 mmHg (Sham, p
all <0.001), and a decrease in arterial PO, that was exacerbated during exercise, indicating
a V/Q-mismatch. RV dysfunction was present after five weeks of embolization, both at rest
(trend towards increased RV end systolic lumen area, p = 0.085 and decreased SVi p = 0.042)
and during exercise (decreased SVi vs Control p = 0.040). With sustained PH, improvement
on RV function at rest and during exercise by RV hypertrophy (Fulton index, p = 0.022) was

insufficient in the CTEPH swine to result in an exercise-induced increase in cardiac index.

Conclusion: Embolization in combination with endothelial dysfunction results in CTEPH in
swine. Exercise increased RV afterload, exacerbated V/Q mismatch and unmasked RV

dysfunction.

Keywords: Chronic thromboembolic pulmonary hypertension; Exercise; Right ventricular

remodeling; Vascular remodeling; Animal model
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New and noteworthy

We present the first double-hit CTEPH swine model. We show that embolization as well as
endothelial dysfunction are required to induce sustained pulmonary hypertension, which is
accompanied by altered exercise hemodynamics and an exacerbated V/Q mismatch during

exercise.

Abbreviations

PH, pulmonary hypertension; CTEPH, chronic thromboembolic pulmonary hypertension;
PAP, mean pulmonary artery pressure; tPVRi, total pulmonary vascular resistance index; RV,
right ventricle; CO, cardiac output; MAP, mean aorta pressure; LAP, left atrial pressure; RVP,
right ventricular pressure; eNOS, endothelial nitric oxide synthase; LNAME, L-Nw-
Nitroarginine methyl ester; PO2, partial pressure of oxygen; pCO2, partial pressure of
carbon dioxide; sO2, oxygen saturation; Hb, hemoglobin; Lac, lactate; EDA, end-diastolic
cross-sectional lumen area; ESA, end-systolic cross-sectional lumen area; LV, left ventricle;
H&E, Hematoxylin and Eosin; SVRi, systemic vascular resistance index; Cl, cardiac index;
BVO2i, body oxygen consumption index; BW, body weight; AM, after microspheres; BVO2ex,

body oxygen consumption index; SVi, stroke volume index; V/Q, ventilation/perfusion.
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Introduction

Pulmonary hypertension (PH) is a chronic pathophysiological disorder of the pulmonary
vasculature and is defined as a chronic pulmonary artery pressure (PAP) > 25 mmHg at rest
for a consecutive period of at least 6 weeks, although PAP > 19 mmHg at rest are associated
with increased mortality at long term. 12 Treatment for PH are very limited and, even when
treated, the disease often progresses to right heart failure and death. The World Health
Organization differentiates 5 groups of PH based on their etiology. Chronic thromboembolic
PH (CTEPH), categorized as group 4, develops in about 4% of patients after acute pulmonary
embolism and up to 10% of patients with recurrent pulmonary embolism *# and is defined
as persistent PAP > 25 mmHg for over 6 months. ®> The obstructions in pulmonary arteries
increase pulmonary vascular resistance (PVR) and result in ventilation-perfusion (V/Q)
mismatch in the lung. The main treatment options for CTEPH are interventions to remove
proximal obstructions in eligible patients such as pulmonary endarterectomy or balloon
angioplasty. 8 Moreover, it is being recognized that distal pulmonary vasculopathy, which
is left untreated when only removing the proximal obstruction(s), contributes significantly
to theincrease in PVR. 2t is currently unknown when these distal vascular lesions develop,

and whether endothelial dysfunction promotes such development.

Dating back to 1984, many investigators have attempted to establish a solid large animal
model to study the pathophysiology of CTEPH using different embolization frequencies and
materials such as air, autologous blood cloths, sephadex beads, or glue (Table 1). Although
PAP increases acutely upon embolization in these models, most studies were unsuccessful
in establishing a sustained level of elevated PAP during prolonged follow-up. 1323 Studies
that reported CTEPH during prolonged follow-up commonly used repeated (4 to 40 times)
embolization procedures, *¥’ thereby obstructing a significant fraction of the pulmonary
vasculature. In these studies, PAP dropped between embolization procedures, but gradual
increase of PAP still occurred over time. However, most studies did not determine whether
this gradual increase of PAP was solely due to the progressive embolization of pulmonary
vessels or that distal pulmonary micro-vasculopathy also developed. Recent findings by
Boulate and colleagues suggest that distal vasculopathy was present in their model of left

pulmonary artery ligation in combination with glue-embolization. 2*
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However, in the latter study, as in most of the aforementioned studies, hemodynamic
measurements were performed under anesthesia, which may have influenced cardiac
function and pulmonary hemodynamics. 23! Moreover, in most cases due to the use of

anesthetic agents, pulmonary hemodynamics were not assessed during exercise.

The increased PVR imposes an increased afterload on the right ventricle (RV). Since RV
contractile reserve is limited, 32 PH results in subacute RV dilation and dysfunction. 12 With
sustained PH, the RV undergoes structural remodeling and hypertrophy. 12 Although RV
remodeling is initially beneficial and helps to cope with the increased afterload, it poses a
risk for the later development of RV failure. Evaluation of RV function during stress has been
shown to be of prognostic values. 333° RV dysfunction is exacerbated during exercise, when
cardiac demand increases and the RV is required to pump more blood against the increased
afterload. Therefore, RV functional assessment during stress enables the evaluation of RV
capacity of coping with the increased afterload and facilitates the early detection of RV
dysfunction. % In addition to RV dysfunction, V/Q mismatch is thought contributing to the
exercise intolerance in CTEPH patients. 3%37-38 To date, however studies describing animal
models of CTEPH have not evaluated the occurrence of V/Q mismatch at rest and during
exercise. In light of these considerations, we developed and characterized a clinically
relevant swine model of CTEPH using a double hit approach (endothelial dysfunction in
conjunction with repeated embolization. In addition, we applied treadmill exercise as a

physiological stressor to evaluate RV function in the development and progression of CTEPH.
Methods

Studies were performed in accordance with the “Guiding Principles in the Care and Use of
Laboratory Animals” as approved by the Council of the American Physiological Society, and
with approval of the Animal Care Committee of the Erasmus Medical Center Rotterdam
(3158, 109-13-09). Twenty-four Yorkshire x Landrace swine (2-3 months old, 21.5+0.9 kg at
the time of surgery) of either sex entered the study. Eighteen animals completed the
protocol as six animals were excluded due to complications; 2 due to infections, 2 due to
catheter failure, and 2 due to acute cardiopulmonary failure after CTEPH induction. An

overview of the experimental protocol is depicted in Figure 1.
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Figure 1. Experimental protocol. Catheters were placed in the aorta, right ventricle (RV),
pulmonary artery and left atrium for blood sampling and hemodynamic measurement, a
flow probe was positioned around the ascending aorta for measurement of cardiac output.
LNAME was administered intravenously in both the LNAME and the LNAME+Spheres groups
until 2 weeks before sacrifice. Embolization procedures were performed in awake state in
the Spheres and the LNAME+Spheres group from week 2 until week 5. All swine followed
the treadmill exercise protocol and their RV function was assessed by echocardiography
weekly in awake state. At the end of the follow-up (week 9-10) all swine were sacrificed,
and in-vitro experiments were performed. AoP, aorta pressure; CO, cardiac output; RVP,
right ventricular pressure; PAP, pulmonary artery pressure; LAP, left atrial pressure.

Surgery

Surgical details have been extensively described previously. 3 In short, swine were sedated
with an intramuscular (i.m.) injection of tiletamine/zolazepam (5 mg/kg, Virbac BV, The
Netherlands), xylazine (2.25 mg/kg, AstFarma BV, The Netherlands) and atropine (1 mg,
Teva Nederland BV, The Netherlands), intubated and ventilated with a mixture of O, and N,
(1:2 v/v) to which 2% (v/v) isoflurane was added to maintain anesthesia. Under sterile
conditions, the chest was opened via a left thoracotomy in the fourth intercostal space and
fluid-filled polyvinylchloride catheters (B Braun Medical Inc., Bethlehem, USA) were placed

in RV, pulmonary artery, aorta and left atrium for blood sampling and measurement of
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pressures. A flow probe (Transonic Systems Inc., Ithaca, NY, USA) was positioned around
the ascending aorta for measurement of cardiac output. The catheters were tunneled to
the back and swine were allowed to recover for one week, receiving analgesia (0.015 mg/kg
buprenorphine i.m. and a slow-release transdermal fentanyl patch 12 pg/h for 48 hours,
Indivior, Slough, United Kingdom) on the day of surgery and daily antibiotic prophylaxis (25

mg/kg amoxicillin intravenous (i.v.), Centrafarm B.V. The Netherlands) for 7 days.
CTEPH induction

Four groups of animals were studied. In the first group (Spheres, N=3), multiple injections
of fluorescent blue polyethylene microspheres (diameter 600-710 um, density 1.134 g/mL,
maximal microsphere size that did not cause catheter clogging; UVPMS-BB-1.13, Cospheric
LLC, Santa Barbara, CA, USA) were given. Microspheres (500 mg, around 2500 microspheres)
were suspended in 50 mL autologous blood with 0.5 mL 5000 I.U. heparin added and slowly
infused into the RV while monitoring PAP. Microsphere infusions were repeated until PAP
reached ~60 mmHg, or when arterial PO2 (PO2art) dropped below ~40 mmHg, measured
30 min after infusion in resting condition or a maximum of 3 grams (~15000) microspheres
were infused. In the subsequent four weeks, microsphere infusions were repeated. In the
first animal, embolization procedures were performed multiple times per week, whereas in
the subsequent two animals, embolization procedures were performed once per week. As
no sustained PH was induced with this protocol, in the second group (N=6), multiple
injections of microspheres were combined with a daily bolus infusion of the eNOS-inhibitor
L-Nw-Nitroarginine methyl ester (LNAME, Enzo Life Sciences International Inc, NY, USA) to
mimic endothelial dysfunction present in CTEPH patients. LNAME is converted to its active
metabolite LNNA within 19 minutes, with the half-life of LNNA amounting to approximately
20 hours. #° On the first day, animals were given LNAME (10 mg/kg i.v.) as a bolus infusion.
On subsequent days, the dose of LNAME was increased by 10 mg/kg per day up to 30 mg/kg
i.v., which was maintained until 2 weeks before the end of the study. > % Four days after
the first LNAME administration, hemodynamics was measured as described above, then
microspheres were infused into the RV as described for group 1. In the subsequent four
weeks, microsphere infusion was performed at weekly intervals if PAP was <25 mmHg

and/or PO2art >70 mmHg, as described above. During the final four weeks of follow-up, no
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microsphere infusions were performed. The third group of sham animals did not receive
LNAME or microspheres (Sham, N=4) and the fourth group was given chronic LNAME, but

no microspheres were infused (LNAME, N=5).
Exercise protocol and Echocardiography

Studies were performed 1-9 weeks after surgery. Catheters were connected to fluid-filled
pressure transducers (Combitrans, B. Braun Medical, The Netherlands) positioned on the
back of the animals and calibrated at mid-chest level. With swine standing quietly, resting
hemodynamic measurements, consisting of cardiac output (CO), aorta pressure (MAP),
pulmonary artery pressure (PAP), left atrial pressure (LAP) and right ventricular pressure
(RVP), were obtained, arterial and mixed venous blood samples were taken. Hemodynamic
measurements and blood gas sampling were repeated during a graded exercise protocol,
with swine running on a motor-driven treadmill. 3% %* During the embolization period,
exercise was performed just prior to the weekly injection of microspheres and/or LNAME.
Swine were subjected to a four-stage exercise protocol (1-4 km/h). Hemodynamic variables
were continuously recorded and blood samples were collected during the last 60s of each
3min exercise stage, when hemodynamic steady-state was reached. Measurements of
arterial and mixed venous PO, (mmHg), pCO, (mmHg), O, saturation (%), hemoglobin
concentration (g/dL) and lactate (mmol/L) were immediately performed with a blood gas
analyzer (ABL 800, Radiometer Medical ApS, Denmark). 3% % RV dimensions and tricuspid
annular plane systolic excursion (TAPSE) were weekly assessed using echocardiography
(ALOKA ProSound SSD-4000, Hitachi Aloka Medical, Ltd., Japan) in awake state at rest. An
apical four chamber view was obtained for the determination of RV end-diastolic cross-
sectional lumen area (EDA) and end-systolic cross-sectional lumen area (ESA), whereas

TAPSE was determined using M-mode in the four-chamber view.
Sacrifice and Histology

After the follow-up, animals were sedated and intubated as described before. A sternotomy
was performed with the animals ventilated under deep anesthesia (pentobarbital sodium,
6-12 mg/kg/h). The heart was arrested and excised together with the lung. The heart was

sectioned into RV and left ventricle including septum (LV), weighed, and RV hypertrophy
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was assessed using the Fulton index (RV/LV). Myograph experiments were performed on
isolated pulmonary small arteries (diameter ~300 um). ** %> Pulmonary small arteries were
dissected and stored overnight in cold, oxygenated (95% 0./5% CO,) Krebs bicarbonate
solution (in mM: 118 NacCl, 4.7 KCl, 2.5 CaCly, 1.2 MgS0,, 1.2 KH,PO,4, 25 NaHCOs;, and
glucose 8.3; pH 7.4). The next day, the dissected vessels were cut into segments of ~2 mm
length, mounted in microvascular myograph baths (Danish MyoTechnology, Denmark)
containing 6 mL Krebs bicarbonate solution aerated with 95% 0,-5% CO,, maintained at
37 °C and the internal diameter was set to a tension equivalent of 0.9 times the estimated
diameter at 20 mmHg effective transmural pressure. Changes in contractile force were
recorded with a Harvard isometric transducer. The vessels were subsequently exposed to
30 mM KCl twice. Endothelial function was measured by observing dilation to 10 nM

substance P after pre-constriction with 100 nM of U46619.

The accessory lobe of the right lung was first flushed with normal saline (0.9% NaCl) through
the main bronchus to flush the airways from sputum and surfactant at constant pressure of
25 cmH,0. Subsequently, the lobe was fixed by tracheal installation of 3.5-4 % buffered
formaldehyde at constant physiological pressure of 25 cmH,0 for a minimum of 24 hours
with the lobe submerged in fixative. ¢ Transverse sections were obtained from the tip,
middle and base of the fixed accessory lobe for histology. All sections were processed and
embedded in paraffin wax. Paraffin sections of 5 um were cut and stained with Resorcin
Fuchsin von Gieson (RF). These sections were evaluated by light microscopy using the
Hamamatsu NDP slide scanner (Hamamatsu Nanozoomer 2.0 HT, Hamamatsu Photonics
K.K., Hamamatsu City, Japan). Morphometric measurements of pulmonary arteries were
performed using NanoZoomer Digital Pathology (NDP) viewer (Hamamatsu Photonics K.K.,
Japan). To ensure that pulmonary veins were excluded for analysis, vessels in close
proximity to the septate were excluded from analysis. Only transversely cut vessels of
predetermined diameters (<50 um) were analyzed. Assuming circularity of the vessels,
inner and outer radius were calculated as r = perimeter/2*n. Wall thickness was calculated
as outer radius —inner radius. A section of the RV was processed and embedded in paraffin
wax. Paraffin sections of 5 um were stained with a Gomori staining. Only transversely cut

cardiomyocytes were analyzed for cross sectional area (CSA) using NDP viewer.
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Quantitative PCR

For detection of IL-6, TNF-a, TGF-B1, Ang-1, Ang-2, TIE-2, VEGF-A, FLT-1 and KDR mRNA,
lung tissue was snap frozen in liquid nitrogen after excision. Lung tissue (<30 mg) were
homogenized by adding RLT lysis buffer (Qiagen, The Netherlands) and 2-mercaptoethanol
(Sigma-Aldrich, The Netherlands) using a homogenizer. After a proteinase K (Invitrogen, The
Netherlands) treatment at 55°C for 10 min, total RNA was isolated using the RNeasy Fibrous
Tissue Mini Kit (Qiagen, The Netherlands). RNA was eluted in RNase-free water and the
concentration was determined using NanoDrop1000 (Thermo Fisher Scientific, Bleiswijk,
The Netherlands). RNA integrity was confirmed with Bioanalyzer (2100, Agilent, California,
USA). cDNA was synthesized from 500 ng of total RNA with SensiFAST cDNA Synthesis Kit
(Bioline, UK). Quantitative PCR (qPCR) (CFX-96, Bio-Rad, California, USA) was performed
with SensiFAST SYBR & Fluorescein Kit (Bioline, UK). mRNA levels were normalized against
B-actin, glyceraldehyde-3-phosphate dehydrogenase (GADPH), and Cyclophilin using the
CFX manager software (Bio-Rad, Hercules, California, USA). Relative gene expression data

were calculated using the AACt method. All primer sequences are presented in Table 2.

Table 2. Primer sequences used for the quantitative PCR.

Primer Sequences

Genes

Forward Reverse
IL-6 CTCCAGAAAGAGTATGAGAGC AGCAGGCCGGCATTTGTGGTG
TNF-a TGCACTTCGAGGTTATCGGCC CCACTCTGCCATTGGAGCTG
TGF-B1 GTGGAAAGCGGCAACCAAAT CACTGAGGCGAAAACCCTCT
Ang-1 AATGGACTGGGAAGGAAACCG TCTGTTTTCCTGCTGTCCCAC
Ang-2 AGGCAACGAGGCTTACTCAC TCGTTGTCTGCGTCCTTTGT
TIE-2 GTCCCGAGGTCAAGAAGTGT AAGGGGTGCCACCTAAGCTA
VEGF-A ACTGAGGAGTTCAACATCGCC CATTTACACGTCTGCGGATCTT
FLT-1 AAGGAGGGCGTGAGGATGAGG GGCTTGCAGCAGGTCGCCTAG
KDR TTCTCCGAGCTGGTGGAGCAC AGGTAGGCAGAGAGAGTCCGG

IL-6, interleukin 6; TNF-a, tumor necrosis factor a; TGF-B1, transforming growth factor B1;
Ang-1, angiopoietin 1; Ang-2, angiopoietin 2; TIE-2, angiopoietin 1 receptor; VEGF-A,
vascular endothelial growth factor A; FLT-1, vascular endothelial growth factor receptor 1;
KDR, kinase insert domain receptor (vascular endothelial growth factor receptor 2).
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Data analysis and statistics

Echocardiography data were analyzed using DICOM viewer (Rubo Medical Imaging BV, The
Netherlands) and SigmaScan Pro (Systat Software Inc, San Jose, USA). Three images of end-
diastole, three images of end-systole and three TAPSE recordings per echo were selected in
DICOM viewer. RV lumen area and TAPSE length were manually drawn per image,
automatically calculated in SigmaScan and then averaged per animal per time point. Digital
recording and offline analysis of hemodynamic data were performed with MatlLab
(MathWorks, Natick, MA, USA) and have been described in detail elsewhere. > %7 To
accommodate for growth, cardiac output was corrected for bodyweight, resulting in cardiac
index (Cl). Total pulmonary vascular resistance index (tPVRi) and systemic vascular
resistance (SVRi) were calculated as PAP divided by Cl and mean aortic pressure divided by
Cl, respectively. Body oxygen consumption index (BVO,i) was calculated as the product of

Cl and the difference between arterial and mixed venous oxygen content of the blood.

Statistical analysis was performed using SPSS version 21.0 (IBM, Armonk, NY, USA).
Differences between Spheres, LNAME+Spheres, LNAME and Sham over time at rest were
analyzed with a two-way MANOVA with PAP, tPVRi, Cl and stroke volume index (SVi) as
dependent variables and time and group as fixed factors. As no differences were observed
in hemodynamics, oxygenation, histology, inflammation and angiogenesis between Sham,
LNAME and the Spheres groups, these groups were pooled into a single Control group
(Control) for the subsequent analyses. Echocardiography data and Fulton index were
analyzed by a one-way MANOVA with the RVESA, RVEDA, right ventricular fractional area
change (RVFAC), TAPSE, CSA, RVW/LVW and RVW/BW as dependent variables and group as
fixed factor. The difference in effect of exercise on the hemodynamic parameters between
LNAME+Spheres and Control at the same time point were assessed by two-way repeated
measures (RM)-ANOVA with exercise as within-subject factor and group as between-
subject factor. The difference in effect of exercise on hemodynamic parameters compared
to baseline within the individual groups, a two-way RM-ANOVA with exercise as within-
subject factor and time as between-subject factor. Statistical significance was accepted

when P < 0.05. Data are presented as mean + SEM.
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Results

Induction and progression of CTEPH

To induce CTEPH, microspheres (600-710 um) were infused slowly into RV. In the Spheres
group, one animal received twenty-five embolization with an average of 2700 microspheres
per procedure. The two other animals underwent five embolization procedures with an
average of 9200 microspheres per procedure. Each microsphere has a cross-sectional area
of 2.5-4.7 - 10*m?, a volume 1.1-1.8 - 10"°m?3 and a total surface area of 1.0-1.9 - 1033 m?.
With an average of 36000 spheres per animal. This results in a total cross-sectional area of
9.1-17.0 - 10°m?, a total volume of 4.1-6.5 - 10°® m® and a total surface area of 3.7-6.8 - 10°
9m2. Although immediately following injection a substantial increase in PAP was observed,
this increase waned over the course of next few days, such that with weekly measurements,
resting PAP and tPVRi did not significantly increase over time in these animals (baseline:
PAP = 21.0t+ 1.8 mmHg and tPVRi = 1004 mmHg-min/L/kg, week 9: 19.1+1.5 mmHg and
147422 mmHg-min/L/kg).

In the second group (LNAME+Spheres), an average of four embolization procedures (range
between two and five), were required to induce chronic PH. The number of microspheres
infused per embolization procedure did not change over time, being 9000£400. In these
animals, resting PAP increased gradually over time (from 21.8+1.1 mmHg at baseline before
LNAME to 32.2+3.1 mmHg at week 5 and 39.5+5.1 mmHg at week 9) as a result of a
progressive increase in PVR (Figure 2). The increase in tPVRi in the LNAME+Spheres animals
was due to vascular obstruction by the injected spheres and remodeling and dysfunction of
the pulmonary microvessels. The latter was reflected by an increased wall-thickness (Figure
3) and impaired vasorelaxation in response to Substance P in isolated pulmonary small
arteries (86+3%, 82+3%, 90% and 62+8% in Sham, LNAME, Spheres and LNAME+Spheres
respectively). Histologically, microspheres in the lungs were surrounded by fibrous tissue,
however, gPCR analysis revealed no changes in the inflammatory markers IL-6, TNF-a and
TGF-B1 (Figure 4). Moreover, expression of the angiogenic factors VEGF-A, Flt-1, KDR as well

as Ang-1, Ang-2 and Tie-2 were also not different between groups (Figure 4).
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Although acute LNAME administration did result in a small increase in PAP and tPVRi within
the first 30 minutes, both at baseline (BL) (17.3+0.9 to 21.0+2.1 mmHg and 101+14 to
137+£17 mmHg-min/L/kg) and after 5 weeks of LNAME administration (17.6+1.8 to 21.9+2.2
mmHg and 12046 to 150+18 mmHg-min/L/kg), PAP and tPVRi normalized before the next
injection. Thus, in LNAME group, PAP did not significantly increase over time being 18.0+1.4
mmHg at week 1 and 22.7+2.0 mmHg at week 9, which was not significantly different from
PAP in the Sham group (17.5+1.2 mmHg at BL and 20.1+1.5 mmHg at week 9) (Figure 2). As
there was no sustained difference in hemodynamics, oxygenation, histology, inflammation
and angiogenic markers between the Spheres, LNAME and Sham groups (Figure 2-5), these

groups were pooled into one Control group for the rest of the analyses.
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Figure 2. Changes in pulmonary hemodynamics over time. Dotted bar indicates period of
weekly microsphere embolization, white bar indicates administration time of LNAME. All
measurements were taken prior to the procedures. A) Mean PAP; B) tPVRi; C) cardiac index
(Cl) and D) stroke volume index (SVi). MeantSEM. Sham N=4; LNAME N=5; Spheres N=3;
LNAME+ Spheres N=5~6. *P<0.05 vs baseline (prior to start of LNAME and/or Spheres; P
<0.05 LNAME+Spheres vs Sham; $P<0.05 LNAME+Spheres vs LNAME; §P<0.05 LNAME+
Spheres vs Spheres; Sham vs LNAME vs Spheres (NS).
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Figure 3. Histological overview of lung tissues. Typical examples (20x magnification) of
bronchi with arteries of animals with A) Spheres; B) LNAME+Spheres; C) LNAME and D)
sham. Panels E-H are pulmonary microvessels adjacent to alveoli in swine from different
groups E) Spheres; F) LNAME+Spheres; G) LNAME and H) Sham. In the lung of LNAME+
Spheres, microvessels presented with a thickened/muscularized wall (black arrows). Panel
I shows an example of occluded vessels due to the microspheres (blue arrows) surrounded
by remodeled small unobstructed vessels in swine that received LNAME+Spheres. Panel J
is a quantitative presentation of the microvascular remodeling. The wall of microvessels
(diameter <50 um) of LNAME+Spheres were thickened compared to all other groups. Data
are means = SEM. Sham N=4; Spheres N=3; LNAME N=5; LNAME+Spheres N=6. TP<0.05 vs
LNAME+Spheres.
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Figure 4. Quantitative PCR. Inflammatory (panel A-C) and angiogenic (panel D-1) gene
expression in lung tissue of all groups at the end time-point of A) IL-6; B) TNF-a; C) TGF-
B1; D) Ang-1; E) Ang-2; F) TIE-2; G) VEGF-A; H) FLT-1 and I) KDR. Data are means + SEM.
Sham N=4; Spheres N=3; LNAME N=5; LNAME+Spheres N=6. No significant differences
between groups were observed.

RV function and hypertrophy
Echocardiography showed that RV diastolic and systolic lumen area increased over time,
while TAPSE tended to increase and RVFAC remained constant in Control group, reflecting
growth of the RV over time (Figure 6). Repeated microsphere injections over 5 weeks in the
LNAME+Spheres group resulted in a trend towards bigger end-systolic (P=0.085) but not
end-diastolic RV lumen area (P=0.15), indicating mild RV contractile dysfunction. This was
associated with a slight decrease in SVi as compared to BL, while RVFAC and TAPSE did not
change. With sustained PH, SVi was reduced as compared to BL, but neither SVi, nor RV
diastolic and systolic lumen area and RVFAC were significantly different from Control,
although TAPSE showed a trend towards a reduction. The Fulton index and RVW/body-
weight (BW) were significantly higher in LNAME+Spheres swine compared to Control swine,

implying RV hypertrophy due to chronic PH (Figure 6).
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Figure 5. Changes of pulmonary and cardiac hemodynamics in different control groups
with incremental levels of exercise at the end of follow-up. No significant differences were
observed between groups on: A) mean pulmonary artery pressure (PAP); B) total pulmonary
vascular resistance index (tPVRi); C) cardiac index (Cl) and D) arterial oxygen pressure
(PO2art). Data are means + SEM. Sham N=4; LNAME N=5; Spheres N=3.

Exercise response

As CTEPH is accompanied by exercise intolerance due to both the increase in RV afterload
and V/Q mismatch in the lung, the response to exercise was examined in the initial phase
after embolization (week 5, referred to as ‘after microspheres’ (AM) in the figures; and at
the end of follow-up (8-9 weeks after the first microsphere injection), referred to as ‘End’
in the figures, and compared to the pooled Control group at the corresponding time-points.
Graded treadmill exercise resulted in an increase of PAP at all time points in both LNAME+
Spheres and Control animals (Figure 7). In the LNAME+Spheres group, PAP was increased
compared to its BL measurement as well as to the Control at the corresponding time point
in the initial phase after embolization, and the exercise-induced increase in PAP was
exacerbated due to the significant elevation in tPVRi (Figure 7). This increase in tPVRi was

also reflected in the significantly higher slope of the relation between Cl and PAP (Figure 8).
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The exercise-induced increase in Cl was attenuated in the LNAME+Spheres group, which
was due to a significant decrease in SVi during exercise (Figure 7), as the exercise-induced
increase in heart rate was not different between LNAME+Spheres and Control (Table 3).
These observations indicate that the RV could not cope with the increased afterload during
exercise in the initial phase after embolization. At the end of the follow-up period, PAP was
still elevated compared to both BL and Control. Moreover, the exercise-induced increase in
Cl was attenuated while the exercise-induced increase in PAP was exacerbated at the end

of the follow-up period in the Spheres+LNAME group compared to Control (Figure 7).

This translated into a persistent elevation of the slope of the relation between Cl and PAP
compared with Control (Figure 8), reflecting a sustained increase in tPVRi (Figure 7).
Interestingly, although SVi was still depressed at the End of follow-up, the exercise-induced
decrease in SVi that was observed at AM, was no longer present at the End of follow-up.
The significant RV hypertrophy and recovery of RV function as assessed with echo, in
conjunction with the blunted exercise-induced decrease of SVi as compared to the initial
phase after embolization, could be interpreted to suggest that RV hypertrophy served to

restore RV function in the face of an increase in afterload.
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Figure 8. Pulmonary vascular reserve. Presented is the relationship between pulmonary
artery pressure (PAP) and cardiac index (Cl) during incremental exercise at A) baseline (BL);
B) after completion of embolization (AM) and C) at the end of follow-up (End). Data are
meansiSEM. Control N=12; LNAME+Spheres N=6. §P<0.05 Effect of exercise in
LNAME+Spheres vs Control (slope).
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PO, was lower in LNAME+Spheres swine compared to Control after the embolization phase
and at the end of follow-up. Moreover, during exercise, PO, decreased more in LNAME+
Spheres compared with Control at both time points. After the embolization phase, body O,
extraction at rest was increased in LNAME+Spheres group compared to both BL and Control
group. Since the increased O, extraction compensated for the decrease in Cl and arterial
oxygenation, body O, consumption was unaltered. At the end of follow-up, the increase in
body O, extraction was insufficient to compensate for the decrease in PO,, O, consumption
was lower at rest (Figure 9). Although there was no difference in exercise-induced increase
in Oz extraction, exercise-induced increase in O, consumption was attenuated significantly
both after the initial embolization phase and at the end of follow-up in LNAME+Spheres

compared with Control, reflecting the attenuated increase in Cl.

A C E
0 120 BL o 16 + 80 X
— S A AM ,f‘ "T
g Z O End ‘e 1.2 =
S E 100 t £ 60
@ E g 0.8 S § 3
T
g 80 9 a0
g g_?' % % 0.4 o
N
o
<zt 60 2 00 20
J | B S E— — | S S S E— ——T71vT
0 1 2 3 4 0 1 2 3 4 0o 1 2 3 4
B D F
120 o 16 80
3
) -
= c 12 —_ .
© E 100 O\Q_m . £ 2 60
€ E * E 0.8 3,
Q & &0 £ 9 40
O 9 < 04 O o
a -
o
60 @ 00 20
| S S S E— r—eeeerT T r—ee T T
0 1 2 3 a4 0o 1 2 3 4 0 1 2 3 4
Exercise (km-h™) Exercise (kmh™) Exercise (km-h™)

Figure 9. Systemic oxygenation and body oxygen consumption during incremental
levels of exercise at baseline (BL), after microspheres (AM) and at the end of follow-up
(End). Presented is the effect of exercise on: Arterial oxygen pressure (POzart), panels A&B;
Body oxygen consumption index (BVO:i), panels C&D; and body oxygen extraction
(BVO,ex), panels E&F. Data are means + SEM. Control N=12; LNAME+Spheres N=6.
*P<0.05 vs BL; TP<0.05 vs corresponding Control; §P< 0.05 vs effect of exercise in Control.
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Discussion

The main findings of the present study are that i) induction of CTEPH with a sustained
increase in PAP and tPVRi over time required a combination of endothelial dysfunction
(LNAME) and repeated embolization procedures, as either stimulus alone did not result in
a sustained increase in PAP or tPVRi; ii) PAP and tPVRi were still increased up to 5 weeks
after the last embolization and 2 weeks after the last LNAME injection, consistent with
sustained PH; jii) development of CTEPH is accompanied by a decrease in arterial oxygen
tension during exercise both in the early phase following embolizations as well as at the
end of follow-up; iv) impaired oxygenation of the arterial blood was compensated by a small
increase in systemic oxygen extraction; v) repeated embolizations initially resulted in RV
dysfunction at rest, as assessed with echocardiography, and by a decrease in SVi during
exercise. However, at the end of follow-up, the presence of RV hypertrophy was associated

with a maintained SVi during exercise.

Induction of CTEPH requires both repeated embolizations and endothelial dysfunction

As summarized in Table 1, over the past decades several research groups have attempted
to develop a large animal model of CTEPH, using different embolization materials, particle
sizes and embolization frequencies. Many of these attempts have failed to show a sustained
(>2 weeks after the last embolization) increase in PAP. 1314 16,17,19-23, 28 The stydies that did
show a sustained increase in PAP, 1> 18 2426, 27 haye in common that they embolized a large
part of the pulmonary vasculature, with multiple embolization procedures. It has been
suggested that 40-60% of the lung vasculature needs to be obstructed for CTEPH to develop.
48,49 |ndeed, Mercier and co-workers performed ligation of the left pulmonary artery in
combination with progressive embolization of the segmental arteries of the right lower lobe,

24 leaving the right upper and possibly right middle lobe unaffected.

Estimation of the relative magnitude of the obstructed part of the pulmonary vasculature
requires comparison of the number of microspheres infused with the number of vascular
branches of corresponding size present in the pulmonary vascular bed. The pulmonary
vasculature can be morphometrically described with diameter defined Strahler orders,
starting at the capillaries and ending at the main pulmonary artery. *° The pulmonary

vascular tree of swine is less well described than that of humans, in which a total of 15
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orders was observed. *° In swine, pulmonary vascular morphometry of pulmonary arteries
larger than 160 um in diameter was analyzed using multidetector-row computed
tomography, resulting in 10 branching orders. 5! This number of branching orders
corresponds well with the human study, in which vessels of the 5" order had an average
diameter of 150 um. In the present study, CTEPH was induced with embolizations using
microspheres of 600-710 um in diameter. This size of microspheres corresponds with order
3 (diameter 430 um, range 380-570 um) and order 4 (diameter 760 um, range 660-990 um),
of which approximately 2100 and 590 are present in the porcine pulmonary vasculature. 5!
It has been taken into account that supernumerary vessels were not measured because of
the computational model used. These supernumerary vessels are estimated to be present
in a ratio of 1.6 °2 or 2.8 >3 to conventional arteries. Adding these vessels to the number of
vessels results in an estimated total of 5460-7980 arteries of order 3, and 1530-2240
arteries of order 4. Assuming that the pulmonary vascular tree of a 20 kg pig is 3-fold smaller
than that of a 70 kg human, these numbers correspond well with the estimated 22000
(order 8, diameter 510+40 um) and 6225 (order 9, diameter 770+70 um) pulmonary small
arteries present per lung in humans. *° To ensure full coverage of the pulmonary vasculature,
microspheres were slowly injected into the RV, assuming that microspheres flow to
perfused, non-embolized vessels. The presence of microspheres in all lung lobes was
visually confirmed upon sacrifice, and no microspheres were observed in systemic organs.
Histologically, microspheres in the lungs were surrounded by fibrous tissues, however,
gPCR analyses revealed no changes in the expression of inflammatory markers IL-6, TNF-a
and TGF-B1. Although some microspheres clustered, with an approximate total of 36000
microspheres per animal, it is likely that 60% of these pulmonary small arteries were

obstructed. Nevertheless, with microspheres alone, no sustained CTEPH developed.

Since CTEPH patients present with dysfunctional endothelium as evidenced by alterations
in coagulation, inflammation, angiogenesis and vasoregulation, **3*57 a second hit with
endothelial dysfunction was used in the present study to induce CTEPH. Nitric oxide is an
important endothelium-derived anti-coagulatory, anti-inflammatory, and pro-angiogenic
vasodilator. Therefore, endothelial dysfunction was induced by inhibiting eNOS by chronic

LNAME administration, which in combination with multiple microsphere infusions resulted
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in a sustained increase in PAP and tPVRi. This increase in PAP for a prolonged period of time
after embolizations and in the awake state is evidence for successful induction of chronic
PH. 1323 Our findings are in accordance with a recent study in rats, showing that sustained
CTEPH developed when combining embolizations with endothelial dysfunction produced
by VEGF-inhibition. *® Importantly, in the present study CTEPH persisted even when LNAME
was discontinued, which together with the reduced endothelium-dependent vasodilator
response to Substance P in isolated pulmonary small arteries, indicates that CTEPH in itself
was sufficient to maintain a state of endothelial dysfunction. It is well established that
secondary to pulmonary embolism, worsening of PH results from progressive microvascular
remodeling of the non-obstructed pulmonary small arteries. > >° Indeed, we also observed
pulmonary microvascular remodeling as evidenced by increased wall thickness of the non-
obstructed pulmonary small arteries and exaggerated vasoconstriction to both KCl and the
thromboxane analogue U46619. Contrary to results in lungs of patients with CTEPH, in
which a reduction in VEGF expression and an elevation of the anti-angiogenic factor
angiopoietin-1 were observed, 2 we didn’t observe in our model changes in expression of
angiogenic factors as measured with gPCR in tissues obtained at sacrifice. The exact time-
course of pulmonary microvascular remodeling cannot be determined from our data, as the
increase in resistance due to embolization cannot be distinguished from the increase in
resistance due to pulmonary microvascular remodeling during the embolization period.
However, tPVRi continued to increase after cessation of the embolization procedures,
which is likely to be induced by the remodeling of the distal vasculature, although an
increase in pulmonary microvascular tone secondary to endothelial dysfunction may also

have contributed.
Cardiopulmonary stress testing and RV function

Exercise testing after pulmonary embolism is predictive of development of PH and/or
patient outcome in established CTEPH. 3235 Swine were exercised on treadmill up to 4 km/h
prior to induction of CTEPH and on a weekly basis during and after the embolization period
to investigate the influence of cardiopulmonary stress on hemodynamic variables and blood
oxygenation. Swine reached heart rates of approximately 255 bpm at the beginning of the

study and 210 bpm at the final exercise trial (Table 3), whereas maximal heart rates of 272
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bpm have been reported in swine of similar size. ®© Nevertheless, the significant lactate
production during exercise at the beginning of the study as well as at the final exercise trial

in CTEPH swine suggests that near maximal levels were reached at those time points.

In accordance with Claessen et al. 2015, 3”38 we observed that the RV was not able to cope
with the increased afterload during exercise evidenced by a decreased SVi, particularly early
after embolization. Furthermore, whereas RV EDA was unchanged but RV ESA tended to be
increased, suggestive of systolic contractile dysfunction, although TAPSE was not different.
The decreased SVi was not compensated by an increase in heart rate, and hence cardiac
index was lower in swine with CTEPH. Despite the blunted exercise-induced increase in
cardiac index, the increase in PAP and tPVRi were exacerbated during exercise. Moreover,
the V/Q mismatch was exacerbated during exercise, resulting in a further decrease in PO,

during exercise.

At the end of follow-up, which resembles the time where most patients present in the
hospital with symptoms, PAP and tPVRi were still elevated at rest and, similar to patients
with CTEPH the increase in PAP was exacerbated during exercise. 3" 3 However, as a result
of chronically elevated RV afterload, the RV underwent hypertrophy reflected by increases
in RVW/BW, Fulton index and cardiomyocyte cross-sectional area. Although TAPSE showed
a trend towards a decrease in CTEPH, RV hypertrophy blunted the systolic dysfunction of
the heart as observed using echocardiography at rest, as well as the decrease in SVi during
exercise. Nevertheless, cardiac index was persistently decreased at rest and did not
increase significantly during exercise. In addition, patients presenting with a V/Q mismatch
in the lung suffer a further decrease in ventilatory efficiency during exercise. Although this
V/Q mismatch correlates to RV function in other types of PH, there is no correlation in either
CTEPH patients or in the CTEPH swine in the present study (data not shown). 5763 The
reduction in O, uptake was exacerbated during exercise as evidenced by a decrease in PO,,
which in combination with the decreased cardiac index resulted in a reduced VO, max. 3364
85 Similarly, in our swine model, the V/Q mismatch increased in severity with incremental
exercise intensity, as evidenced by a further decrease in arterial PO,. This V/Q mismatch
remained present during the entire follow-up period. However, given the relatively mild

reduction in PO,, the capability of the body to increase O, extraction, and the more severe
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reduction in SVi during exercise, it is likely that the main cause of the exercise limitations in
CTEPH is cardiac insufficiency. These data in our porcine model are consistent with the
observations by Claessen et al. that exercise intolerance in CTEPH patients is principally

determined by a disproportional increase in RV afterload. 3738

Conclusions

A combination of repeated embolization procedures and endothelial dysfunction was
required to successfully develop a large animal model for CTEPH. The present study, to the
best of our knowledge, is the first to investigate the role of both cardiac dysfunction and
V/Q mismatch in exercise intolerance in an animal model of CTEPH. This model emulates
critical features of patients with CTEPH, including V/Q mismatch and early RV dysfunction.
The latter likely contributed to the reduced SVi that was present at rest. Both the V/Q
mismatch and the cardiac dysfunction were aggravated by exercise. Prolonged increases in
RV afterload were associated with RV hypertrophy, while the V/Q mismatch remained
present. This animal model can be further utilized to investigate disease development, early
diagnostic markers and interventions that interfere with microvascular remodeling in the
field of CTEPH research. Finally, this model may also be used to delineate sex-differences

that are known to exist in development and progression of CTEPH. ¢
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Cardiac Remodeling in CTEPH: RV vs LV

Abstract

Background: Right ventricular (RV) function is the most important determinant of survival
and quality of life in patients with chronic thromboembolic pulmonary hypertension
(CTEPH). This study investigated whether the increased cardiac afterload is associated with
1) cardiac remodeling and hypertrophic signalling, 2) changes in angiogenic factors and
capillary density, and 3) inflammatory changes associated with oxidative stress and

interstitial fibrosis.

Method: CTEPH was induced in eight chronically instrumented swine by chronic NOS
inhibition and up to 5-weekly pulmonary embolizations. Nine healthy swine served as
control. After nine weeks, RV function was assessed by single beat analysis of RV-pulmonary
arterial (RV-PA) coupling at rest and during exercise, and by cardiac magnetic resonance
imaging. Subsequently, the heart was excised and RV and LV tissues were processed for

molecular and histological analyses.

Results: Swine with CTEPH exhibited significant RV hypertrophy in response to the elevated
PA pressure. RV-PA coupling was significantly reduced, correlated inversely with pulmonary
vascular resistance and did not increase during exercise in the CTEPH swine. Expression of
genes associated with hypertrophy (BNP), inflammation (TGF-B1), oxidative stress (ROCK2,
NOX1 and NOX4), apoptosis (BCL2 and Caspase-3) and angiogenesis (VEGF-a), were
significantly increased in the RV of CTEPH swine and correlated inversely with RV-PA

coupling during exercise. In the LV, only significant changes in ROCK2 expression occurred.

Conclusion: RV remodeling in our CTEPH swine is associated with increased expression of
genes involved in inflammation and oxidative stress, suggesting that these processes
contribute to RV remodeling and dysfunction in CTEPH and hence represent potential

therapeutic targets.

Keywords: Pulmonary hypertension; Exercise; Right ventricular hypertrophy
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Key point summary:

68

Right ventricular (RV) function is the most important determinant of survival and quality
of life in patients with chronic thrombo-embolic pulmonary hypertension (CTEPH).
Changes in right and left ventricular gene expression that contribute to ventricular
remodeling are incompletely investigated.

RV-remodeling in our CTEPH swine model is associated with increased expression of
genes involved in inflammation (TGFB), oxidative stress (ROCK2, NOX1 and NOX4),
apoptosis (BCL2 and Caspase-3).

Alterations in ROCK2 expression correlated inversely with RV contractile reserve during
exercise.

As ROCK2 has been shown to be involved in hypertrophy, oxidative stress, fibrosis and
endothelial dysfunction, ROCK2 inhibition may present a viable therapeutic target in

CTEPH.
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Introduction

Chronic thrombo-embolic pulmonary hypertension (CTEPH) develops in a subset of patients
after acute pulmonary embolism. 2 In CTEPH, pulmonary vascular resistance is initially
elevated due to the obstructions in the larger pulmonary arteries and further increased by
pulmonary microvascular remodeling. ¥ 2 This increased pulmonary vascular resistance
augments afterload of the right ventricle (RV), thereby resulting in RV dilation and RV
hypertrophy. RV structural and functional adaptability are important determinants of
functional capacity and survival in patients with CTEPH. 3 Thus, RV ventricular-pulmonary
arterial (RV-PA) uncoupling is associated with reduced exercise-capacity, * and patients with
RV dilation have a worse prognosis compared to patients with preserved RV function and
geometry. &7 Furthermore, it has become increasingly recognized that RV dysfunction may
also influence the left ventricle (LV), through direct mechanical interaction and changes in
LV filling by inducing interventricular asynchrony &° and through activation of inflammatory
pathways, that may be the result of low grade systemic inflammation in combination with

neurohumoral activation due to reduced cardiac output. #1011

In CTEPH, pulmonary obstructive lesions can be located both proximally and distally. Distal
pulmonary lesions have recently been shown to be associated with worse prognosis, in part
because distal pulmonary lesions are currently deemed inoperable, and in part because
distal pulmonary emboli are associated with worse RV function. 7 Furthermore, also in
patients with chronic thromboembolic disease, but without overt PH, RV dysfunction has

been observed, 12 which is associated with an impaired exercise capacity. 3

It is currently unknown which factors predispose to RV failure. Unlike pulmonary arterial
hypertension, which is usually only detected in a very advanced stage of the disease, CTEPH
occurs mostly after acute pulmonary embolism, which may allow earlier intervention in the
process of RV remodeling and adaptation. Mild RV dysfunction is characterized by a
deterioration of RV diastolic function (i.e. relaxation), while RV contraction is still preserved.
12 The main determinant of cardiac diastolic function is cardiac stiffness, which is negatively
influenced by interstitial fibrosis as well as by changes in isoform- expression of the ‘cardiac
spring protein’ titin. 13 Furthermore, it has been proposed that the failure of angiogenesis

to keep up with RV hypertrophy, resulting in reduced capillary densities and concommittant
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RV perfusion abnormalities, is a key determinant that discriminates between adaptive RV

hypertrophy and RV failure. 14

We have recently developed a swine CTEPH model, in which a combination of endothelial
dysfunction by NOS inhibition with pulmonary embolizations with microspheres of~700 um
in diameter resulted in the development of CTEPH with distal pulmonary microvascular
remodeling. 1> In CTEPH swine, increased afterload was accompanied by RV hypertrophy,
that resulted in preservation of RV function at rest, but stroke volume (SV) decreased with

increasing exercise intensity, suggesting mild RV dysfunction. *°

In the present study, we investigated the changes in RV and LV geometry and morphology
in CTEPH as well as concomittant changes in gene expression that may contribute to these
changes. Specifically, we studied whether the increased RV afterload is associated with 1)
cardiac remodeling and hypertrophic signalling, 2) changes in angiogenic factors and
capillary density, and 3) inflammatory changes associated with oxidative stress and

interstitial fibrosis.

Methods

Ethical approval

Animal studies were performed following the “Guiding Principles for the Care and Use of
Laboratory Animals” as approved by the Council of the American Physiological Society, and
with approval of the Animal Care Committee of the Erasmus University Medical Center
(EMC3158, 109-13-09). The authors understand the ethical principles under which the
Journal of Physiology operates and hereby declare that this work complies with the animal
ethics checklist outlined by Grundy. 17 Twenty-three crossbred Landrace x Yorkshire swine
of either sex obtained from a commercial breeder (3 months old, 22+1 kg) entered the study.
Swine were individually housed in the animal facility of the Erasmus University Medical
Center, fed twice a day and had free access to drinking water. Our experimental protocol
consists of a chronic instrumentation, followed by induction of CTEPH in twelve animals
through a combination of NOS inhibition with L-N“-Nitroarginine methyl ester (LNAME) and
up to five weekly repeated embolization with microspheres. Mortality due to acute cardio-

pulmonary failure upon CTEPH induction occurred in 2 animals, 2 animals were excluded
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due to catheter failure (1 control, 1 CTEPH) whereas 2 animals (1 control, 1 CTEPH) had to
be euthanized following repeated infections due to the catheters and were not included.
Only animals that completed the protocol are included in the N-numbers as described in

the remainder of the manuscript.
Chronic instrumentation

Animals were chronically instrumented as previously described. > 18 In brief, after an
overnight fasting, swine were sedated with an intramuscular injection (i.m.) of tiletamine/
zolazepam (5 mg kg?), xylazine (2.25 mg kg™) and atropine (1 mg), intubated and ventilated
with a mixture of O, and N; (1:2 v/v) to which 2% (v/v) isoflurane was added to maintain
anesthesia. Under sterile conditions, a left thoracotomy in the fourth intercostal space was
performed, the pericardium was opened and fluid-filled polyvinylchloride catheters (Braun
Medical Inc., Bethlehem, PA, USA) were placed in the RV, pulmonary artery and aorta for
blood pressure measurement. A flow probe (Transonic Systems Inc., Ithaca, NY, USA) was
positioned around the ascending aorta for measurement of cardiac output (CO). The
catheters were tunneled to the back and animals were allowed to recover for one week,
receiving analgesia (0.015 mg kg buprenorphine i.m. and a slow-release fentanyl patch 12
ug ht for 48 hours) on the day of the surgery and daily intravenous (i.v.) antibiotic

prophylaxis (25 mg kg amoxicillin) for 7 days. 8
CTEPH induction

Following the recovery week, CTEPH was successfully induced in eight animals (4 male, 4
female) as described previously. *>1¢ In short, on the first day, the animals were given the
NOS inhibitor LNAME (10 mg kg i.v., Enzo Life Sciences International Inc, NY, USA) as a
bolus infusion. On subsequent days, the dose of LNAME was increased by 10 mg kg? per
day up to 30 mg kg™ i.v., which was maintained until 2 weeks before the end of the study.
15,20 | NAME exhibits Ki values of 15 nM, 39 nM, and 4.4 uM for nNOS (bovine), eNOS
(human), and iNOS (mouse). 2122 Microsphere infusions were started four days after the
start of LNAME administration. Polyethylene microspheres (diameter 600-710 um, density
1.13 g cm3, 500 mg, corresponding to ~2500 microspheres, Cospheric LLC, Santa Barbara,

California, US) were suspended in 50 mL autologous blood with 2500 I.U. heparin and slowly
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infused into the RV while monitoring mean pulmonary artery pressure (mPAP). Infusions
were repeated until the mPAP reached ~60 mmHg, or the arterial P,O, dropped below ~40
mmHg, as measured 30 min after infusion at rest, or when a maximum of 3 g (~15000)
microspheres was infused on one day based on the assumption that the porcine lungs
contain approximately 25000 small arteries of this diameter. In the subsequent four weeks,
hemodynamics was weekly assessed, microsphere infusions were repeated when mPAP
was <25 mmHg and P,02 >70 mmHg, as described above. During the final five weeks of
follow-up, no microsphere infusions were performed while LNAME administration was
discontinued one week before sacrifice. > 1® Seven sham-operated animals (3 male, 4
female), which did not receive LNAME or microspheres, and two additional healthy animals

(2 female), that were not operated, served as controls.
Hemodynamic measurement

Hemodynamic measurement was performed nine weeks after surgery. With swine standing
quietly on a motor-driven treadmill and during exercise at 4 km/h, CO, PAP, aorta pressure
(AoP), and right ventricular pressure (RVP) were continuously recorded. ¥ 2* Digital
recording and offline analysis of hemodynamic data were performed as described
previously. 2* % To account for differences in growth between animals, CO was corrected
for body weight, yielding cardiac index (Cl). Stroke volume index (SVi) was calculated as
Cl/heart rate. Total pulmonary vascular resistance index (tPVRi) and systemic vascular
resistance index (SVRi) were calculated as mPAP/Cl and mAoP/Cl respectively. RV function
was measured by single beat analysis of RV-pulmonary artery (PA) coupling as described
previously, 2 using the median value of at least 10 consecutive beats, assuming that end-
systolic PAP equals mPAP. 2% 27 For calculation of Ees, a sine wave was fitted to the
isovolumetric contraction and relaxation phases of RV contraction. The top of the sine wave
has previously been shown to be a good approximation of Pmax, derived from isovolumetric
contraction. Ees was subsequently calculated as (Pmax-mPAP)/SVi. Ea was calculated as
mPAP/SVi. mPAP was used as a representative of end-systolic PAP. 2627 RV-PA coupling was

assessed as the ratio of Ees and Ea (Figure 1).
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Figure 1. Typical example of coupling analysis showing hemodynamic signals (three beats)
and their derivatives. A. Pes was estimated to equal mean pulmonary artery pressure
(mPAP). B. Pmax was determined as the maximal value from a sine-fit of Right ventricular
pressure (RVP). C. stroke volume (SV) was calculated as the integral of aorta flow (AoF).

Cardiovascular magnetic resonance imaging

After completion of the hemodynamic experiments (week 9), a cardiovascular magnetic
resonance (CMR) examination was performed on a 1.5T clinical scanner with a dedicated
32-channel phased-array cardiac surface coil (Discovery MR450, GE Healthcare, Milwaukee,
WI, US) in 5 Control (2 male, 3 female) and 6 CTEPH (4 male, 2 female) animals. For this
purpose, animals were sedated and intubated as described above. During imaging,
anesthesia was maintained with pentobarbital sodium (6-12 mg kg h?t i.v.), while
mechanical ventilation and breath-holds were performed using a mobile ventilator
(Carina™, Drager Medical, Best, The Netherlands). When necessary, and always in absence

of pain reflexes, muscle relaxation was temporarily achieved using pancuronium bromide
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(2—-4 mg i.v. bolus). The imaging protocol consisted of retrospectively ECG-gated balanced
Steady-State Free Precession cine imaging with breath-holding (FIESTA, GE Medical System).
Standard long-axis and short axis images with full LV and RV coverage were obtained.
Typical scan parameters were slice thickness 6.0 mm, slice gap 0 mm, TR/TE 3.4/1.4 msec,
flip angle 75°, field of view 320x240 mm, acquired matrix 180x128, and reconstructed
matrix 256x256. To assess dimensions, function and mass of both ventricles, LV and RV epi-
and endocardial contours were drawn manually on end-diastolic and end-systolic short axis
cine images. Volumes and masses were measured, and stroke volumes and ejection
fractions (EF) calculated. All volumes were indexed for bodyweight. QMassMR analytical

software (version 8.1, Medis BV, Leiden) was used for analysis.
Euthanasia

After completion of the in vivo experiments, with animals intubated and under deep
anesthesia (pentobarbital sodium, 6-12 mg kg h! i.v.), a sternotomy was performed,
ventricular fibrillation was induced using a 9 V battery, and the heart was immediately
excised. To assess relative RV hypertrophy, the heart was sectioned into RV free wall and
LV (including septum), and weighed. RV hypertrophy was assessed using the Fulton index
(RV/LV). Parts of the LV anterior wall and RV were snap frozen in liquid nitrogen after

excision for molecular analyses and fixated in formaldehyde for histological analysis.
Histology

LV and RV tissues were fixated in 3.5-4% buffered formaldehyde for a minimum of 24 hours,
and embedded in paraffin wax. Subsequently, 5um sections were cut, and stained with 1)
Gomori to assess cardiomyocyte cross-section area (CSA), 2) Lectin to assess capillary
density, and 3) Picrosirius red (PSR) to assess collagen content. 2 The stained sections were
scanned using a Hamamatsu NDP scanner (Hamamatsu Nanozoomer 2.0 HT, Hamamatsu
Photonics K.K., Hamamatsu City, Japan). Morphometric measurements of CSA and capillary
density (expressed as number of capillaries per mm? and per cardiomyocyte) were
performed using Clemex Vision Professional Edition (Clemex Technologies inc. Corporate
Headquarters, Quebec, Canada), while collagen content was analyzed using BioPixiQ

(Gothenburg, Sweden) as previously described. 28
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Real time quantitative PCR

Total RNA was extracted from snap frozen LV and RV tissues with the RNeasy Fibrous Tissue
Mini Kit (Qiagen, Venlo, The Netherlands) as previously described. > RNA integrity was
confirmed by Bioanalyzer 2100 (Agilent, California, USA). cDNA was synthesized from 500
ng of total RNA with SensiFAST cDNA Synthesis Kit (Bioline, London, UK). RT-gPCR (CFX-96,
Bio-Rad, Hercules, California, USA) was performed with SensiFAST SYBR & Fluorescein Kit
(Bioline, London, UK). Target genes mRNA expression levels were normalized against -
actin, glyceraldehyde-3-phosphate dehydrogenase (GADPH) and cyclophilin using the AACt
method with the gene study function in CFX manager software (Bio-Rad, Hercules,

California, USA). All primer sequences are presented in Table 1.
Titin isoform composition

Titin isoform protein composition (i.e. stiff N2B and compliant N2BA isoforms) was analyzed
as previously described. % In short, snap frozen LV and RV tissues were weighed and
pulverized in liquid nitrogen using a mortar and pestle. Tissue powder was solubilized in 8
mol-L? urea buffer with dithiothreitol and 50% glycerol solution with protease inhibitors
(4x Leupeptin, E-64, and phenylmethanesulfonyl fluoride). Equal dilutions were calculated
based on myosin heavy chain (MHC) content and homogenate samples were loaded on
custom-made 1% agarose gels. Gels were stained with SYPRO Ruby. Samples were
measured in triplicate. Only samples with =20% degradation were used. Titin isoforms N2B

and N2BA were normalized to total titin amount, and the N2B/N2BA ratio was calculated.
Statistical analysis

Data are presented in box and whisker plots with minimum to maximum and median. SPSS,
version 21.0 (IBM Corp., Armonk, NY, USA) was used for the statistical analysis. Statistical
analysis was performed with a mixed model ANOVA, with exercise as a repeated measure
and CTEPH as a between group comparison, and exercise*CTEPH as an interaction term for
the analysis of hemodynamics. ANOVA with CTEPH as a factor was performed for MRI data,
histology and gene expression. Bonferroni post hoc testing was performed when
appropriate. The correlation coefficient r* was calculated for relations between two

continuous variables. p<0.05 was considered statistically significant.
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Table 1. Primer sequences used for the qPCR.

Primer Sequences

Genes
Forward Reverse
B-actin TCCCTGGAGAAGAGCTACGA AGCACCGTGTTGGCGTAGAG
Cyclophilin AGACAGCAGAAAACTTCCGTG AAGATGCCAGGACCCGTATG
GAPDH GCTCATTTCCTCGTACGAC GAGGGCCTCTCTCCTC
ao-SMA GGACCCTGTGAAGCACCAG GGGCAACACGAAGCTCATTG
B-MHC AGATGAACGAGCATCGGAGC TACTGTTCCCGAAGCAGGTCAG
ANP TGAACCCAGCCCAGAGAGAT CAGTCCACTCTGTGCTCCAA
BNP CAAGTCCTCCGGGGAATACG TACCTCCTGAGCACATTGCAG
SERCA2a GACAATGGCGCTGTCTGTTC ATCGGTACATGCCGAGAACG
PLN TTCCAGCTAAACACCGATAAGA AGGCAGCCTTGGCTGTTTAT
BCL2 GATAACGGAGGCTGGGATGC TTATGGCCCAGATAGGCACC
BCLXL TGAGTCGGATCGCAACTTGG GCTAGAGTCATGCCCGTCAG
Casp3 GCTGCAAATCTCAGGGAGAC CATGGCTTAGAAGCACGCAA
eNOS GGACACACGGCTAGAAGAGC TCCGTTTGGGGCTGAAGATG
VEGFA ACTGAGGAGTTCAACATCGCC CATTTACACGTCTGCGGATCTT
HIF1a TTTACTCATCCGTGCGACCA AGCTCCGCTGTGTATTTTGC
HIF2a GTCGAAGATCAGCACACGGA CACCGCTCCTGAGACTCTTC
IL-6 CTCCAGAAAGAGTATGAGAGC AGCAGGCCGGCATTTGTGGTG
TNF-a TGCACTTCGAGGTTATCGGCC CCCACTCTGCCATTGGAGCTG
IFN-y GAAGAATTGGAAAGAGGAGAGTGAC TGCTCCTTTGAATGGCCTGG
TGF-B1 GTGGAAAGCGGCAACCAAAT CACTGAGGCGAAAACCCTCT
BMPR2 GGATGCTGACAGGAGATCGT CTGGCGGTTTGCAAAGGAAA
PAI-1 TGAATGAGAGCGGCACGGTG TTGTGCCGCACCACGAACAG
Id-1 GGAGTTGGAGCTGAACTCGG GCGATCGTCCGCTGGAACAC
NOX1 CCATTCATATTCGAGCAGCAGG AACATCCTCACTGACAGTGCC
NOX2 TTGGCGATCTCAGCAGAAGG GAGGTCAGGGTGAAAGGGTG
NOX4 GCAGACTTACTCTGTGTGTTG CCATCTGTCTGACTGAGGTAC
PCNA GAACCTCACCAGCATGTCCAA TAGTGCCAAGGTGTCTGCAT
RhoA AGGGAGAAGAACACTTCCGC GGGCATCTTGTGTTTCCACC
ROCK1 AGGACCAATTCCCGGAGGTA AGCCAACTCTACCTGCTTTCC
ROCK2 ATCAAACGATATGGCTGGAAG CCATAGACGGATTGGATTGTTCC
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MMP2 AGGACATCAGCGGTAAGACC GGTAGAGGTAGACCAGCGGA
MMP9 TCGACGTGAAGACGCAGAAG ACCTGATTCACCTCGTTCCG
TIMP1 GATCTATGCTGCTGGCTGTGA GTCTGTCCACAAGCAGTGAGT
TIMP2 TTGCAATGCAGACGTAGTGA GCCTTTCCTGCGATGAGGT
TIMP3 ACGCCTTCTGCAACTCTGAC AGCCTCGGTACATCTTCATCT
Coll AGACATCCCACCAGTCACCT TCACGTCATCGCACAACACA
Col2 CTTGAGACTCAGCCACCCAG CCGAATGCAGGTTTCACCAG
Col3 AATCATGCCCTACTGGTGGC CGGGTCCAACTTCACCCTTA

GAPDH, glyceraldehyde-3-phosphate dehydrogenase;a-SMA, a-smooth muscle actin; B-
MHC, B-myosin heavy chain; ANP, atrial natriuretic peptide; BNP, brain natriuretic peptide;
SERCA2a, Sarcoplasmic/endoplasmic reticulum Ca(2+)ATPase 2a; PLN, phospholamban;
BCL2, B-cell lymphoma 2; BCLXL, B-cell lymphoma-extra large; Casp3, caspase 3; eNOS,
endothelial nitric oxide synthase; VEGFA, vascular endothelial growth factor-A; HIFla,
hypoxia inducible factor 1a; HIF2a, hypoxia inducible factor 2a;IL-6, interleukin-6; TNF-q,
tumor necrosis factor a; IFN-y, interferon-y; TGF-B1, transforming growth factor 1; BMPR2,
bone morphogenetic protein receptor 2; PAI-1, Plasminogen activator inhibitor-1; 1d-1,
inhibitor of DNA binding; NOX1, NADPH oxidase 1; NOX2, NADPH oxidase 2; NOX4, NADPH
oxidase 4; PCNA, Proliferating cell nuclear antigen; RhoA, Ras homolog gene family member
A; ROCK1, rho-associated, coiled-coil-containing protein kinase 1; ROCK2, Rho associated
coiled-coil containing protein kinase 2; MMP2, matrix metalloproteinase-2; MMP9, matrix
metalloproteinase-9; TIMP1, tissue inhibitor of metalloproteinases 1; TIMP2, tissue
inhibitor of metalloproteinases 2; TIMP3, tissue inhibitor of metalloproteinases 3; Coll,
collagen type 1; Col2, collagen type 2; Col3, collagen type 3.

Results

Cardiac hypertrophy and function

CTEPH resulted in an increased RV afterload, as evidenced by an increase in mPAP, tPVRi
and Ea (Figure 2). This sustained increase in afterload resulted an increase in RV-BNP
expression (Table 3), suggestive of increased RV wall stress. Indeed, trends towards RV
dilation (p=0.15) and decreased EF (p=0.08) as measured with CMR were observed (Figure
3). However, end-systolic elastance (Ees), an index of RV contractility, was higher in CTEPH
while RV dP/dtmax and RV dP/dtmin were unchanged (Figure 2). Although RV-PA coupling was
reduced, Cl was maintained in CTEPH (Figure 2). Furthermore, neither heart rate, mAoP

(Table 2), LV volume, LVEF (Figure 3) nor LV-BNP expression (Table 3) were altered. Exercise
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resulted in increases in mPAP and Ea that were larger in CTEPH as compared to Control
while the exercise induced increase in Cl was blunted. Moreover, although Ees increased in

both CTEPH and Control animals, Ees was no longer different between groups.
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Figure 1. Hemodynamics at rest and during exercise after 9 weeks of CTEPH. Data were
obtained at rest and during maximal exercise at 4 km/h in Control swine (n=7) and CTEPH
swine (n=7). A) Mean pulmonary artery pressure (mPAP), B) Cardiac index (Cl), C) total
pulmonary vascular resistance index (tPVRi), D) Arterial elastance (Ea), E) End-systolic
elastance (Ees), F) RV-PA coupling (Ees/Ea), G) maximum rate of fall of RV pressure (RV
dP/dtmin), H) maximum rate of rise of RV pressure (RV dP/dtmax), |) Stroke work. Whiskers
denote min to max and median is presented by the line. *p<0.05, (*) p<0.1: CTEPH vs
corresponding Control; tp<0.05, (1) p<0.1: Exercise vs corresponding rest; ¥p<0.05, ()
p<0.1 Exercise*CTEPH, i.e. effect of exercise on variable is different in CTEPH from Control.
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Table 2. Systemic hemodynamics at rest and during exercise.

Control CTEPH
BW, kg Instrumentation 20+1 23+1
End of Study 61+2 6213
HR, beats-min? Rest 136121 131+4
Exercise 235415+ 211+8+%
Svi, mL-kg! Rest 1.28+0.09 1.17+0.17
Exercise 1.07+0.09% 0.99+0.13
mAoP, mmHg Rest 91+4 100+4
Exercise 96+4(t) 116+4*1(F)
SVRi, mmHg:L™-min-kg Rest 561124 8394205
Exercise 384425+ 7524252

Bodyweight (BW) and systemic hemodynamic data at rest and during exercise. Heart rate
(HR); stroke volume index (SVi); mean aorta pressure (mAoP); systemic vascular resistance
index (SVRi). Data are mean * SEM. Control N=7, CTEPH N=7. *p<0.05: CTEPH vs
corresponding Control; T p<0.05, () p<0.1: Exercise vs corresponding rest; ¥ p<0.05, (¥) p<
0.1: Exercise*CTEPH i.e. effect of exercise on variable is different in CTEPH from Control.

Hence, RV-PA coupling, that increased with exercise in Control did not change significantly
during exercise in CTEPH swine (Figure 2). In fact, RV-PA coupling worsened with exercise
in 4 out of 6 CTEPH animals, and correlated inversely with tPVRi (Figure 4). Moreover, the
CTEPH swine with the worst RV function was uncapable of performing exercise at 4 km/h
due to RV failure, evidenced by a significant reduction in mAoP during exercise (notincluded
in figure). Altogether, these data are consistent with RV dysfunction that is still

compensated at rest but that is excacerbated during exercise.

As previously reported ¥°, the increased RV afterload resulted in RV hypertrophy, as
evidenced by increased RV/BW and Fulton index (Figure 5), and an increased cardiomyocyte
CSA in CTEPH (Figure 6). RV cardiomyocte CSA of CTEPH animals resembled those of LV
cardiomyocytes. LV cardiomyocytes were similar in size in LV of CTEPH as compared to
Control animals (Figure 6), consistent with the maintained LVW/BW in CTEPH compared to
Control swine (Figure 5). Expression of SERCA2a, its inhibitor phospholamban (PLN), and

their ratio did not change in the RV (Table 3). However, there was a shift in RV titin isoform
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expression from the stiff N2B, to the more compliant N2BA isoform (Figure 6). The pro-
apoptotic gene Caspase-3 was upregulated in the RV, while the anti-apoptotic gene BCL2
was also upregulated in the RV of CTEPH animals (Table 3). Expression of BCL2 correlated
modestly and inversely with RV-PA coupling during exercise (Figure 7), but not with resting
RV-PA coupling (r?= 0.08, not shown). In the LV, none of the genes involved in cardiac

hypertrophy and apoptosis were significantly affected in the CTEPH animals.
Angiogenesis

We observed an increase in capillary density in the RV of swine with CTEPH as compared to
Control (Figure 6), that correlated with the increased stroke work (Figure 6) and was
consistent with the trend towards the increased VEGFA expression (Table 3). Moreover,
VEGFA expression correlated inversely with RV-PA coupling during exercise (Figure 7) but
not with resting RV-PA coupling (r?=0.34, not shown). In contrast, no changes in capillary

density or VEGFA expression were observed in the LV.

A EDVi B ESVi
4- 3 Control 4-
Bl CTEPH
3 3
o2 o2
£ £
14 14
0 0
LV RV LV RV
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v._g, (J
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0.5+ 201
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LV RV LV RV

Figure 3. RV and LV dimensions and function assessed by CMR. No significant difference
was found in both RV and LV between control and CTEPH regarding: A. end-diastolic volume
index (EDVi). B. end-systolic volume index (ESVi). C. stroke volume index (SVi). D. ejection
fraction (EF). Whiskers denote median with min to max. CMR: cardiovascular magnetic
resonance. Control N=5, CTEPH N=6. “p<0.1, CTEPH vs. Control.
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RV-PA coupling vs tPVRi
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® CTEPH
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Y

Figure 4. Correlation between tPVRi and RV-PA
coupling during maximal exercise in Control swine
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Figure 5. Cardiac hypertrophy. A) Fulton index calculated as the ratio of Right ventricular
weight (RVW) and left ventricular weight (LVW), and B) RVW over bodyweight (BW) were
increased in CTEPH swine while C) LVW over BW was similar in CTEPH and Control swine.
Whiskers denote min to max and median is presented by the line. Control N=9, CTEPH N=8.
*p< 0.05 CTEPH vs Control.

Inflammation, oxidative stress, and interstitial fibrosis

Although expression of the immune-modulatory genes TNF-a, IL-6, IFN-y was not altered in
the RV, TGF-B1 gene expression tended to be higher in the RV of CTEPH swine, while BMPRII
was not altered (Table 3). Consistent with a perturbation in the TGF-B — BMP balance, PAI
also tended to be increased, while 1d-1 did not change (Table 3). This shift in the TGF-$ —
BMP balance was accompanied by increased expression of ROCK2, NOX-1 and NOX-4 in the
RV (Table 3), indicative of an increase in oxidative stress. Expression of ROCK2, NOX-1 and
NOX-4 correlated inversely with RV-PA coupling during exercise (Figure 7), but not with
resting RV-PA coupling (r*= 0.29, 0.01 and 0.16 for ROCK2, NOX1 and NOX4, respectively).

These changes in gene expression of pro-inflammatory factors and genes promoting

oxidative stress did not result in overt changes in interstitial fibrosis, as collagen content
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was similar in the RV of CTEPH versus Control swine (Figure 6). Yet, although no change in
interstitial fibrosis was observed, there was a trend towards a shift in expression of Col3 to
the stiffer Coll isoform, that was accompanied by a trend towards an increase in the ratio
of TIMP2/MMP2 (Table 3) that correlated inversely with RV-PA coupling (Figure 7),
suggesting reduced ECM turnover in the diseased RV. With the exception of an increase in
ROCK2 and a trend towards an increase in NOX2 expression, no changes in genes involved
in inflammation, oxidative stress and fibrosis were observed in the LV (Table 3), which is

consistent with the absence of changes in LV myocardial interstitial collagen content.
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Figure 6. Histological analyses in Control and CTEPH animals of both the LV and RV. A)
Capillary density per mm2 (lectin staining), B) capillary-fibre ratio, C) correlation between
stroke work during maximal exercise at 4 km h-1 and RV capillary-fibre ratio, D) Interstitial
fibrosis (picrosirius red (PSR) staining), E) cardiomyocyte size, F) cardiomyocyte size
normalized for bodyweight (Gomori staining, cross sectional area (CSA)).Myofilament
composition in terms of the two different titin isoforms G) N2BA (N2BA/Titin) and H) N2B
(N2B/Titin) and I) their ratio. Whiskers denote min to max and median is presented by the
line. Control N=8, CTEPH N=6. *p<0.05 CTEPH vs Control (*) p<0.1 CTEPH vs Control.
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Figure 7. Correlation of RV-PA coupling during exercise with gene expression of A) vascular
endothelial growth factor A (VEGFA) , B) NADPH oxidase 1 (NOX1), C) NADPH oxidase 4
(NOX4), D) Rho-associated protein kinase 2 (ROCK2), E) B-cell lymphoma 2 (BCL2), F) ratio
of tissue inhibitor of metalloproteinases 2 (TIMP2) over matrix metalloproteinase-2 (MMP2)
in the RV. Control N=7, CTEPH N=4. P-value denotes significance of slope from zero.

Discussion

The present study investigated functional, histological and molecular changes in the RV and
LV in swine with CTEPH. The main findings were that CTEPH resulted in 1) RV hypertrophy,
both at global and myocyte level, 2) mild RV dysfunction as evidenced by decreased RV-PA
coupling and elevated BNP expression, with trends towards increased RV EDVi and lower
EF, 3) further decrease in RV-PA coupling during exercise that correlated with an increase
in ROCK2, NOX1, NOX4 expression, 4) increased VEGFA expression that was accompanied
by an increased capillary density in the RV. Finally, CTEPH did not result in changes in LV

structure or function, and was associated with minor changes in LV gene expression.
Animal model

CTEPH was induced in juvenile swine by first inducing endothelial dysfunction through
chronic eNOS-inhibition, followed by up to 5 repeated embolizations with microspheres.

We previously showed that this combination was required as neither NOS-inhibition nor
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embolization alone were sufficient to induce chronically elevated PAP, while combination
of NOS-inhibition and embolization resulted in a progressive increase of tPVRi that
continued to increase after the last embolization and was accompanied by pulmonary
microvascular remodeling. 1> ¢ The required induction of endothelial dysfunction may be
the result of the younger age of our animals, as endothelial NO-production decreases with
age. 2% Also in humans, endothelial dysfunction is often present both in patients with
acute pulmonary embolism as well as with CTEPH and correlates with disease severity. 3133
In humans, CTEPH prevalence is higher in females, 3* but male patients typically have a
worse prognosis. *° In the present study, male and female swine were used as we have
previously shown that there are subtle differences in regulation of pulmonary vascular tone,
36,37 and hence it is possible that sex also affects development of CTEPH and subsequent RV
remodeling in our animals. Unfortunately, the small group size precludes statistical
assessment of the effect of sex. However, in supplemental figure 1-4 individual data are

shown and different symbols are used for male and female swine.
RV function and remodeling

RV afterload increases during development and progression of pulmonary hypertension. To
cope with the increased afterload, the RV undergoes structural and functional changes to
augment contractility, moreover RV structural and functional adaptability are important
determinants of functional capacity and survival in patients with CTEPH. 3 The effects of
CTEPH on cardiac structure, function and gene expression were therefore examined in our
porcine model. CTEPH resulted in an increase in RV cardiomyocyte size and global RV
hypertrophy, that was accompanied by activation of both pro- and anti-apoptotic gene
expression (increases in Caspase-3 and BCL2 respectively). Although these data suggest that
apoptosis is likely altered in the remodeled RV, apoptosis is determined by enzyme activity
rather than expression. Future experiments examining activity of enzymes involved in
apoptosis and TUNEL staining should be performed to elucidate whether the increased

MRNA expression is indeed translated to alterations in apoptosis.

Consistent with our previous study in which RV dimensions were assessed using
echocardiography in awake swine, 1> CTEPH resulted in trends towards RV dilation and a

reduced RVEF. In the present study, RV resting function was still preserved, as evidenced
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by a maintained Cl, but BNP expression was increased, suggestive of an increased wall stress.
38 These findings are consistent with observations in another porcine CTEPH model, in which
CTEPH is induced by ligation of the left pulmonary artery, in combination with embolization
of the proximal segmental arteries with glue. 3°*! In that model, RV dilation *! and RV
myocyte hypertrophy 3° were also accompanied by an increased BNP expression, 34! that
correlated inversely with stroke volume and positively with global RV hypertrophy. 3°
Furthermore, RV-PA coupling, an index of how well the RV can cope with the increased
afterload, was reduced in that study and a correlation was found between reduced coupling
and a reduced SV reserve with dobutamine. #* Similarly, in the present study, severity of
CTEPH reflected in the tPVRI, correlated inversely with RV-PA coupling during exercise.
Importantly, recent studies in patients with CTEPH show that RV-PA coupling correlates

with exercise capacity, 3 which in turn is a strong prognosticator. ©

It is increasingly recognized that not only RV systolic function but also RV diastolic function
correlates with prognosis in patients with pulmonary arterial hypertension (PAH). %2 In pigs
with group 2 PH, altered RV-PA coupling was accompanied by RV diastolic dysfunction. 4
Diastolic RV stiffness is determined by myocyte stiffness as well as interstitial collagen. In
rats with pulmonary artery banding, mild RV dysfunction was accompanied by an increase
in myocyte stiffness, while interstitial fibrosis was only observed in severe RV dysfunction.
131n these rats, the increased myocyte stiffness was accompanied by a paradoxical increase
in the more compliant titin N2BA isoform, possibly to blunt a further increase in myocyte
stiffness. Consistent with these findings, mild RV dysfunction in our swine with CTEPH was
accompanied by anincrease in titin N2BA, while no changes in myocardial collagen content
were observed. Furthermore, no changes in Coll and Col3 expression were observed,
although there was a change in the ratio between Coll and Col3 indicating a relatively
higher expression of the stiff Coll isoform. These data are also consistent with the isoform

shift observed by Rain et al, 13 and may have contributed to a stiffer RV.

The transition from RV dysfunction to overt RV failure is associated with inflammation and
activation of immunity. #44¢ Although expression of genes involved in immune modulation
(TNF-a, IL-6, IFN-y) was not altered, expression of TGF-B1 tended to be increased. Activation

of TGF-B pathway was further confirmed by the increase in expression of its downstream
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target PAI-1. Both activation of TGF-B pathway and increased circulating endothelin levels,
as we previously showed in the same CTEPH model, 1® can result in activation of Rho-kinase
pathway. ¥*° Indeed, ROCK2 expression was upregulated in CTEPH swine and showed a
strong inverse correlation with RV-PA coupling. ROCK2 activation is involved in cardiac
hypertrophy and oxidative stress, and plays a deleterious role in RV remodeling. °* 5! ROCK2
phosphorylates protein phosphatase 1 (PP1), which regulates both myofilament sensitivity
to Ca?* and Ca?*-handling. 2 Hence, although SERCA2a or phospholamban gene expression
were unchanged in our model, it is possible that post-translational modifications changes
in their phosphorylation status contribute to altered Ca?* handling. Indeed, it has been
suggested that changes in Ca?* handling may play a role in RV dysfunction as diastolic
dysfunction in swine with group 2 PH was associated with reduced SERCA2a expression. #
Future studies in our CTEPH model are required to further investigate the post-translational

modifications in contractile and Ca?* handling proteins.

Another key factor that distinguishes adaptive RV from failed RV is myocardial angiogenesis.
14 Angiogenesis allows the RV perfusion to be enhanced commensurate with the increase
in RV mass. Indeed, many studies have shown that RV failure is accompanied by a reduction
in capillary density, whereas capillary density is preserved or even increased in adaptive RV
(for an overview of angiogenesis in the RV in a variety of animal models with PH see 14).
Although chronic LNAME administration could significantly reduce myocardial angiogenesis
53 and limit myocardial perfusion, capillary density was actually increased in the RV of CTEPH
swine and correlated with stroke work during exercise. These data are in accordance with
recent data in another porcine CTEPH model, >* and suggests an adaptive RV remodeling
with sufficient myocardial perfusion and oxygenation at rest. Nevertheless, expression of
VEGFA was higher in swine with CTEPH and correlated with RV-PA coupling during exercise,
suggesting that, even though expression of HIF-1a and HIF-2a was unchanged, there was
still a need for additional perfusion during stress. Indeed, reduced myocardial perfusion
reserve has been shown in patients with CTEPH and PAH. 5> ¢ Furthermore, myocardial
perfusion reserve correlated inversely with mPAP and RV work in these studies, suggesting
that flow reserve is recruited as a result of the increased work ¢ and maximal flow may be

limited due to increased extravascular compression. >°
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ROCK2 is not only expressed in the myocardium but also in the vasculature, where its
expression correlates with oxidative stress and NOX-expression. 57 NOX1, NOX2 and NOX4
were upregulated in the right coronary artery of swine with pulmonary artery banding,
which was accompanied by oxidative stress and endothelial dysfunction, despite
maintained eNOS expression. > The upregulation of NOX1 and NOX4, and the unaltered
eNOS expression in the RV of CTEPH swine, as observed in the present study, are consistent
with these data, although we did not determine the exact intramyocardial location of their
expression. Furthermore, the upregulation of NOX4 is also consistent with recent data from
patients with PAH, in which circulating NOX4 was increased. *° Finally, the correlation of
NOX1 and NOX4 with RV-PA coupling suggest that oxidative stress in the myocardium may

contribute to worsening of RV-function.
Conclusion and clinical implications

In swine with CTEPH, the increased afterload in CTEPH resulted in RV hypertrophy, that
contributed to a maintained resting RV function, although a trend towards RV dilation and
reduced RVEF was observed with CMR. Consistent with data obtained in CTEPH-patients
without overt RV failure, 4 neither LV function nor LV gene expression (with exception of

ROCK2, NOX2 and BCL2) were altered.

CTEPH is different from PAH in that the majority of patients experiences an acute thrombo-
embolic event prior to the development of PH. CTEPH therefore has the potential for follow-
up and earlier therapeutic interventions. Exercise unmasked mild RV dysfunction as RV-PA
coupling reduced, which may facilitate early diagnosis of patients at risk for developing RV
failure. The present study shows that this mild RV dysfunction correlates with changes in
expression of genes involved in oxidative stress, apoptosis and angiogenesis. These changes
in gene expression suggest activation of an inflammatory response in the RV, promoting
oxidative stress. Given that ROCK2 shows a strong correlation with RV dysfunction and has
been shown to play a detrimental role in inflammation, oxidative stress, interstitial fibrosis,
cardiac hypertrophy and impaired myocardial perfusion, ROCK2 inhibition may provide a

viable target for early therapeutic intervention.
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From IpcPH to CpcPH: a Role for ET

Abstract

Background: Passive, isolated post-capillary pulmonary hypertension (IpcPH) secondary to
left heart disease may progress to combined pre- and post-capillary or ‘active’ PH (CpcPH)
characterized by chronic pulmonary vasoconstriction and pulmonary vascular remodeling.
The mechanisms underlying this ‘activation’ of passive PH remain incompletely understood.
Here we investigate the role of the vasoconstrictor endothelin-1 (ET) in the progression

from IpcPH to CpcPH in a swine model for post-capillary PH.

Method: Swine underwent pulmonary vein banding (PVB, n=7) or sham-surgery (SH, n=6)
and were chronically instrumented four weeks later. Hemodynamics were assessed for
eight weeks, at rest and during exercise, before and after administration of ET receptor-
antagonist tezosentan. After sacrifice, pulmonary vasculature was investigated by histology,

RT-gPCR and myograph experiments.

Results: Pulmonary artery pressure and resistance increased significantly over time. mRNA
expression of prepro-endothelin-1 and endothelin converting enzyme-1 in the lung was
increased, while ETa expression was unchanged, and ETs expression was downregulated.
This resulted in increased plasma ET levels from week 10 onward and a more pronounced
vasodilation to in-vivo administration of tezosentan at rest and during exercise. Myograph
experiments showed increased vasoconstriction to KCl and decreased endothelium-
dependent vasodilation in PVB swine consistent with increased muscularization observed
with histology. Moreover, maximal vasoconstriction to ET was increased whereas ET

sensitivity was decreased.

Conclusion: PVB swine gradually developed PH with structural and functional vascular
remodeling. From week 10 onward, the pulmonary ET pathway was upregulated, likely
contributing to pre-capillary activation of the initially isolated post-capillary PH. Inhibition
of the ET pathway could thus potentially provide a pharmacotherapeutic target for early

stage post-capillary PH.

Keywords: Pulmonary hypertension, Endothelin, Translational study
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Key points summary

1. Passive, isolated post-capillary pulmonary hypertension (PH) secondary to left heart
disease may progress to combined pre- and post-capillary or ‘active’ PH.

2. This ‘activation’ of post-capillary PH significantly increases morbidity and mortality, and
is still incompletely understood.

3. In this study, pulmonary vein banding gradually produced post-capillary PH with
structural and functional microvascular remodeling in swine.

4. Ten weeks after banding, the pulmonary endothelin pathway was upregulated, likely
contributing to pre-capillary aspects in the initially isolated post-capillary PH.

5. Inhibition of the endothelin pathway could potentially stop the progression of early

stage post-capillary PH.
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Introduction

Pulmonary hypertension (PH) is a pathophysiological disorder that is defined as a mean
pulmonary artery pressure (mPAP) of >25 mmHg at rest. 1 While PH has many different
etiologies, in 65-80% of all cases PH is due to left heart disease, i.e. WHO classification group
II. %2 In this group, left heart failure (HF), valvular disease, inflow/outflow tract obstructions
or congenital or acquired pulmonary vein stenosis cause an upstream pressure increase in

the pulmonary vasculature.

Initially, this isolated post-capillary PH (IpcPH) is purely passive, i.e. a direct consequence of
the increased pulmonary venous pressure. When left untreated, IpcPH has the potential to
progress to active, combined pre- and post-capillary PH (CpcPH), a chronic progressive
disease characterized by abundant vasoconstriction and vascular remodeling 3® with a
worse prognosis than IpcPH. ® While IpcPH can be treated by treating only the underlying
condition, ! CpcPH requires treatment of pulmonary vascular remodeling as well as the
primary disease, as treatment of the primary disease alone is no longer able to arrest the
progression of CpcPH 7. Hence, understanding the time course of the transition from IpcPH

to CpcPH as well as its underlying mechanism is essential.

IpcPH is defined as a mPAP of >25 mmHg, with a pulmonary capillary wedge pressure
(PCWP) >15 mmHg and a diastolic pressure gradient (difference between diastolic PAP and
PCWP) <7 mmHg and/or a pulmonary vascular resistance (PVR) <3 Wood units (WU), while
CpcPH is defined as a diastolic pressure gradient of 27 mmHg and/or a PVR >3 WU. &
Discriminating IpcPH from CpcPH requires right heart catheterization to measure PCWP.
Such an invasive procedure is not suitable for a longitudinal clinical study. In contrast, pre-
clinical animal models for post-capillary PH are available but most hemodynamic data are

acquired at only one or two time points, often under anesthesia. °1?

In PH, not only vasoconstriction, but potentially also vascular remodeling may be due to an
imbalance between vasoconstrictors and vasodilators, which may involve downregulation
of the nitric oxide and prostacyclin pathways, and upregulation of the endothelin (ET)

pathway. 1> 1* Although changes in these pathways have been well characterized in both
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experimental 121518 a5 well as clinical studies of PH, 923 the contribution of alterations in

these pathways to the transition from IpcPH to CpcPH remains incompletely understood.

Here, we hypothesize that the transition from IpcPH to CpcPH is mediated, at least in part,
by increased activity of ET pathway. To test this hypothesis, we investigated the progression
of PH using chronically instrumented swine, 2* in a recently developed swine model of group
Il PH by pulmonary vein banding (PVB). 1 11 25 Repeated measurements of pulmonary
hemodynamics in awake swine were performed between 5-12 weeks after PVB, during the
progression of PH while evaluating the activity of ET pathway. Since exercise testing allows
detection of perturbations in cardiopulmonary function that may not be apparent at rest,
which facilitates the assessment of disease severity, 2 we performed measurements both

at rest and during graded treadmill exercise.
Methods

Ethical approval

Studies were performed in accordance with the “Guiding Principles in the Care and Use of
Laboratory Animals” as approved by the Council of the American Physiological Society, and
with approval of the Animal Care Committee of the Erasmus University Medical Centre
(EMC3158, 109-13-09). The authors understand the ethical principles under which the
Journal of Physiology operates and hereby declare that this work complies with the animal

ethics checklist outlined by Grundy.?
Sample size calculations

Experiments were designed to minimise the number of animals used. To calculate minimal
sample size, a power analysis was performed using specialized software (G*Power 3.0). 28
Assuming a similar increase in PVR at 3 months post PVB as in a previous study, * and a
similar decrease in PVR after administration of tezosentan as reported previously, 17 a two-
tailed approach with assumed a-error probability of 0.5 and a power of 80% led to a sample
size of n=5 per experimental group. Taken into consideration a drop-out of 25% as a result
of (post-)surgical complications, and a 10% drop-out due to malfunction of the catheters,
target group size was set to n=8. Thirteen animals completed the protocol and are included

in the final analyses.
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Study design

Fifteen crossbred Landrace x Yorkshire swine of either sex (9+1 kg) underwent non-
restrictive inferior pulmonary vein banding (n=9) or sham operation (n=6). Four weeks later,
all surviving 14 animals (22+1 kg) were chronically instrumented to enable weekly
monitoring of hemodynamics and blood gases in animals in the awake state. In the
following 8 weeks, animals performed bi-weekly exercise experiments under control
conditions and after administration of an ETa/ETg-receptor antagonist. After 12 weeks, the

surviving 13 animals (62+2 kg) were sacrificed and tissues were harvested.
Pulmonary vein banding

Swine (n=9, 91 kg) underwent banding of the inferior pulmonary venous confluence as
described by Pereda et al. ! Briefly, swine were sedated with an intramuscular (i.m.)
injection of tiletamine/zolazepam (5 mg-kg?, Virbac, The Netherlands), xylazine, (2.25
mg-kg?, AST Pharma, The Netherlands) and atropine (1 mg), anaesthetized with
intravenous (i.v.) bolus administration of thiopental (10 mg kg™ Rotexmedica, Germany),
intubated and ventilated with a mixture of O, and N; (1:2) to which isoflurane (2% vol/vol
Pharmachemie, The Netherlands) was added. Animals received antibiotic prophylaxis prior
to the procedure (0.75 ml Depomycine, 200.000 IU ml? procainebenzylpenicilline, 200 mg
ml? dihydrostreptomycine, Intervet Schering-Plough, The Netherlands). Under sterile
conditions, the chest was opened via the fifth right intercostal space and the inferior venous
confluence draining both inferior pulmonary lobes were exposed and separated from
surrounding lung tissue using blunt dissection. A surgical loop (Braun Medical Inc.,
Bethlehem, USA) was passed around the vein near the left atrium and secured at the resting
diameter with a silk suture. The ribs were secured using non-absorbable USP6 braided
polyester (#0.8 mm) and the wound was closed in layers using silk sutures. Anaesthesia was
terminated and animals were extubated once spontaneous ventilation was restored.
Animals received analgesia (0.3 mg buprenorphine i.m. Indivior, Slough, United Kingdom)
and a fentanyl slow-release patch (6 pg h™%, 48 hrs) and were transferred back to the animal
facilities once awake. Six swine (8+1 kg) underwent a sham procedure, performed exactly
as described above where the inferior venous confluence was exposed and dissected free,

but not banded. In the PVB group, one animal died immediately after the banding
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procedure upon commencement of spontaneous breathing, due to acute pulmonary
edema. Taking humane endpoints into account, one animal was prematurely euthanized 6
weeks after banding due to severe HF. Data from these animals have been excluded from
analysis. In the sham group, all animals survived until the end of follow up, resulting in group

sizes of n=7 for PVB and n=6 for sham.
Chronic instrumentation

Swine were anaesthetized and ventilated as described above and chronically instrumented
as described previously. 2 Briefly, under sterile conditions, the chest and pericardium were
opened via the fourth left intercostal space and fluid-filled polyvinylchloride catheters
(Braun Medical Inc., Bethlehem, PA, USA) were inserted into the aortic arch, the pulmonary
artery, the right ventricle, and the left atrium for blood pressure measurement and blood
sampling. A transit time flow-probe (Transonic Systems Inc., Ithaca, USA) was positioned
around the ascending aorta for measurement of cardiac output. Catheters were tunneled
to the back and the wound was closed. Animals were allowed to recover, receiving a single
shot of buprenorphine i.m. (0.3 mg) and a fentanyl slow-release patch (12 pug h?, 48 hrs) for
analgesia and antibiotic prophylaxis consisting of amoxicillin (25 mg kgt i.v. Centrafarm B.V.
The Netherlands) and gentamycin (5 mg kgt i.v. Eurovet, The Netherlands) for 7 consecutive

days post-surgery. Once fully awake, animals were transferred back to the animal facilities.
Experimental protocols

Resting hemodynamic measurements were obtained each week, while exercise studies
were performed 6, 8, 10 and 12 weeks following the PVB procedure. Swine were transferred
to an adapted motor-driven treadmill and the fluid-filled catheters were connected to
pressure transducers (Combitrans, Braun, Germany). Transducers and flow-probe were
connected to amplifiers and hemodynamics were recorded at rest and during four-stage
incremental treadmill exercise (1-4 km h%, 3 min per speed). Heart rate, cardiac output and
left atrial, aortic, right ventricular and pulmonary artery pressures were continuously
recorded and blood samples collected during the last 60 seconds of each 3 minutes exercise
stage, at a time when hemodynamics had reached a steady state. After 60 minutes of rest,

at a time when hemodynamics had returned to baseline, the ETa/ETg-receptor antagonist
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tezosentan (gift from Dr Clozel, Actelion Pharmaceuticals Ltd.) was administered by an
infusion of 300 pg kg! min? i.v. After ten minutes of infusion the exercise protocol was
repeated, with continuous infusion of 100 pg kg™ min™i.v. during the entire protocol. Due
to recurrent crippleness, one PVB animal and one sham animal did not participate in all
exercise experiments, reducing the number of animals to 5 in the sham group and 6 in the
PVB group. Moreover, due to technical failure, flow probe data of one PVB animal were not
available, reducing the number of animals to 5 for flow-related parameters (cardiac output,

stroke volume, systemic and pulmonary vascular resistance, body oxygen consumption).
Blood Gas Measurements

Arterial and mixed venous blood samples were kept iniced syringes before being processed
by a blood gas analyser (ABL 800, Radiometer, Denmark). Measurements included pO;
(mmHg), pCO2 (mmHg), oxygen saturation, lactate and haemoglobin (grams per decilitre).
Body O,-consumption (BVO;) was calculated as the product of cardiac output and the
difference in O-content between arterial and mixed venous blood, where blood O,-content

(umol mI) was computed as (Hb-0.621-0,-saturation) + (0.00131-P0O,). %
Data Analysis

Digital recording and off-line haemodynamic analyses were described previously. 3° CO was
corrected for bodyweight (cardiac index, Cl). Total pulmonary vascular resistance index
(tPVRi) and systemic vascular resistance index (SVRi) were calculated as mPAP/Cl and mean
arterial pressure MAP/CI respectively. Stroke volume index was computed as Cl divided by

heart rate and body oxygen consumption index (BVO,i) as BVO; divided by bodyweight.
Sacrifice

Twelve weeks after banding or sham surgery, animals were sedated with i.v. tiletamine/
zolazepam (5 mg kg?t), xylazine, (2.25 mg kg?) and atropine (1 mg) and anaesthetized with
pentobarbital sodium (i.v. 6-12 mg kg hl). An endotracheal tube was placed, animals were
ventilated with a mixture of O, and N3 (1:2). Following sternotomy, the heart was arrested
and immediately excised together with the lungs. Parts of the upper and lower lobe of the
right lung were snap frozen in liquid nitrogen for molecular analyses, or processed for

histology. Other parts of the upper and lower lobe were placed in cold Krebs buffer for
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dissection of pulmonary small arteries for wire-myograph experiments. The left and right

ventricle of the heart were weighed separately to assess right ventricular hypertrophy.
Plasma ET measurements

Two-weekly blood samples were collected in EDTA-coated tubes, centrifuged for 10 mins
at 1460 g, 4°C, and plasma was subsequently aliquoted and cryopreserved at -80°C until
analysis. An ET enzyme-linked immunosorbent assay (ELISA) kit was used to measure the
plasma ET levels according to the manufacturer’s protocol (Enzo Life Sciences International

Inc., NY, USA).
Real-Time Quantitative PCR of lung tissue

For measurement of prepro-ET-1 (PPET), ET converting enzyme-1 (ECE), ET-receptor A (ETa)
and ET-receptor B (ETs) mRNA levels, lung tissue was snap frozen in liquid nitrogen after
excision. Lung tissue (<30 mg) were homogenized by adding RLT lysisbuffer (Qiagen, Venlo,
The Netherlands) and 2-mercaptoethanol (Sigma-Aldrich, Zwijndrecht, The Netherlands)
using a homogenizer. After a proteinase K (Invitrogen, Breda, The Netherlands) treatment
at 55°C for 10 min, total RNA was isolated using RNeasy Fibrous Tissue Mini Kit (Qiagen,
Venlo, The Netherlands). RNA was eluted in RNase-free water and the concentration was
determined using a NanoDrop1000 (Thermo Fisher Scientific, Bleiswijk, the Netherlands).
RNA integrity was confirmed by Bioanalyzer2100 (Agilent, Santa Clara, California, USA).
cDNA was synthesized from 500 ng of total RNA with SensiFAST cDNA Synthesis Kit (Bioline,
London, UK). RT-qPCR (CFX-96, Bio-Rad, California, USA) was performed with SensiFAST
SYBR & Fluorescein Kit (Bioline, London, UK). Target gene mRNA levels were normalized
against B-actin, glyceraldehyde-3-phosphate dehydrogenase (GADPH), and Cyclophilin
using the CFX manager software (Bio-Rad, California, USA). Relative gene expression data
were calculated using the AACt method. Expression relative to sham was calculated by

dividing individual expressions of PVB as well as sham animals by mean sham expression.
Wire myograph experiments

In vitro pulmonary vessel experiments were performed as previously described. 3% 32 In
short, pulmonary small arteries were dissected and stored overnight in oxygenated (95%

02/5% CO,) Krebs bicarbonate solution (composition in mM: 118 NaCl, 4.7 KCl, 2.5 CaCl,,
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1.2 MgS0,, 1.2 KH,PO4, 25 NaHCOs, glucose 8.3; pH 7.4) at 4 °C. The next day, 2 mm
segments were obtained and mounted on wire myographs in separate organ baths with
oxygenated Krebs bicarbonate solution at 37 °C. Following a stabilization period of 30
minutes, internal vessel diameter was set to a tension equivalent of 0.9 times the estimated
diameter at 20 mmHg effective transmural force. After pre-constriction using 100 nM of the
synthetic thromboxane analogue U46619, endothelial integrity was ascertained by
administration of the endothelium-dependent vasodilator substance P (10 nM). Maximal
constriction was tested by exposure of the vessels to 100 mM KCl. After 30 minutes of
stabilization in fresh buffer solution, vessels were incubated with either no blocker, the ETa-
blocker BQ123 (10® M) or the ETg-blocker BQ788 (10 M). To test contraction to ET, vessels
were subjected to incremental dosages from 10°° to 3x107 M ET. Constriction to ET was
calculated as percentage of maximal constriction to KCI 100 mM. Data was analysed using
designated software (Labchart 8.0, AD instruments, Sydney, Australia), and concentration
response curves were created using Prism (version 5.0, Graphpad Software, Inc., La Jolla,

CA, USA) and StatView (version 5.0, SAS Institute, Cary, North Carolina, USA).
Histology

Tissue specimen from the upper and lower lobe of the right lung were fixed in 3.5-4%
buffered formaldehyde for at least 48 hours and subsequently dehydrated in incremental
alcohol solutions, xylene and finally embedded in paraffin wax. Transverse sections (5 um)
were cut, using a microtome, and mounted on glass slides. Resorcin-Fuchsin-von Gieson
(RF) staining was performed to discriminate the internal- and external elastic laminain small
pulmonary arteries. Using the Hamamatsu NanoZoomer Digital Pathology (NDP) slide
scanner (2.0HT, Hamamatsu Photonics K.K., Japan), whole section images were obtained.
Morphometric measurements of pulmonary small arteries were performed using NDP
viewer (Hamamatsu). Both internal- and external elastic lamina areas were measured and
assuming circularity of the vessels, inner and outer radius were calculated as r = V (area/m).
Wall-to-lumen ratio was calculated as (outer — inner radius)/inner radius, and relative
lumen area as outer/inner area. To ensure that pulmonary veins were excluded from
analysis, vessels in close proximity to the intersegmental septae were excluded from

analysis. Only transversely cut vessels with an outer diameter of 50-150 um were analysed.
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Statistical analysis

SPSS (version 21.0 IBM, Armonk, USA) was used for statistical analysis. Statistical analysis
was performed using a t-test, or one-way or two-way ANOVA for repeated measures,
followed by post-hoc testing with Bonferroni, when appropriate. Concentration response
curves were analysed by regression analyses using Prism (version 5, GraphPad Software, La
Jolla, CA, USA). Statistical significance was accepted when P<0.05 (two-tailed). Data are
presented as means = SEM. Individual data below the [1°* quartile — 1.5 * Interquartile
range] and above the [3™ quartile + 1.5 * Interquartile range] thresholds were considered

outliers, and were excluded from statistical analyses.
Results

Induction of pulmonary hypertension

Already after 5 weeks, pulmonary vein banding resulted in an increased tPVRi of 12916 vs
10545 mmHg It min kg in sham animals (P<0.05). This increased resistance was reflected in
pulmonary hypertension, mPAP=29+1 mmHg vs 21+1 mmHg in sham (P<0.01). Both tPVRi
and mPAP increased over time, reflecting the progressive nature of PH (Fig 1; wk12 tPVRi:
25531 vs 116210 mmHg It min kg; mPAP: 39+1 vs 20+2 mmHg; both P<0.01). Systemic
hemodynamics remained unchanged as compared to sham group (Table 1) and cardiac
index, while transiently higher in PVB group at week 5 and 7, remained essentially similar
in both groups (Fig 1). PVB resulted in a marked decrease in arterial pO, from 7 weeks after
banding, which persisted until follow up at 12 weeks (Table 2, 87+4 vs 1014 mmHg, P<0.05)
and arterial oxygen saturation tended to be lower at 12 weeks (9611 vs 981, P=0.06).
Mixed venous pO; and oxygen saturation, arterial and mixed venous pCO, and hemoglobin

were similar between PVB and sham animals.
Right ventricular remodeling

At sacrifice, bodyweight and left ventricle to bodyweight ratio were similar between groups
(Fig 2). Both the right ventricle to bodyweight ratio (1.74+0.11 vs 1.29+0.06 g kg!) and the
Fulton Index, calculated as ratio of right ventricular to left ventricular weight (0.59+0.03 vs

0.44+0.01 g g'1) were increased, indicating right ventricular hypertrophy.
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Response to exercise

At all timepoints during follow-up, exercise up to 4 km h'* produced an increase in mPAP in
sham animals that was the consequence of an increase in LAP in combination with an
increase in Cl, while tPVRi remained essentially unchanged (Fig 3). Arterial O, saturation
remained virtually unaffected in sham animals, but decreased significantly with exercise in

PVB animals (Table 2).

From week 6 until week 10, the exercise-induced increases in LAP (not shown) and CI (Fig
3) were similar in PVB as compared to sham animals, and although resting mPAP and tPVRi
were higher in PVB as compared to sham, the exercise-induced increases in mPAP and tPVRi
were similar. In week 12, Cl was lower during exercise in PVB animals than in sham animals
(Fig 3, Cl at 4 km h™: 0.23+0.01 vs 0.28+0.02 P<0.05) which was almost entirely attributed
to a decreased heart rate in PVB animals compared to sham animals (Table 1, heart rate at
4 km h': 19846 vs 24819 beats min™ P<0.05). Despite this attenuated increase in Cl, the
exercise-induced increase in mPAP was similar in PVB as compared to sham animals, as a

result of the higher tPVRi in PVB animals.
Plasma ET levels and effect of ETa/ETs-blockade by tezosentan

Plasma ET levels were similar between PVB and sham animals in week 6 and 8 (Fig 4), and
ETa/ETs blockade by tezosentan at rest resulted in vasodilation that was similar in PVB and
sham groups in week 6 (Fig 5; AtPVRi: -21+4 vs -18+7 mmHg I min kg, P=N.S.) and week 8
(AtPVRi: -19+8 vs -10+5 mmHg I min kg, P=N.S.). Consistent with higher plasma ET levels
in PVB as compared to sham animals in week 10 (Fig 4), tezosentan induced vasodilation
was significantly more pronounced in PVB than in sham animals at rest at this timepoint
(Fig 5, resting AtPVRi week 10: -4345 vs -8+3 mmHg I min kg, P<0.01) although this effect
waned during exercise. In week 12, plasma ET levels remained higher in PVB as compared
to sham, and the tezosentan induced vasodilation was higher in PVB than in sham animals

both at rest (Fig 5, AtPVRi -3349 vs -12+8 mmHg I"X min kg, P<0.05), and during exercise.
Gene expression

PVB lung tissue showed no change in expression of the ETa receptor while expression of

PPET and ECE was upregulated (Fig 6). In the lower lobes, this was accompanied by a down-
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regulation of the ETg receptor, which is the ET clearance receptor, while in the upper lobe,
expression of the ETg receptor was maintained. Altogether, these data suggest an increased
ET production and a decreased ET clearance in the lungs and point towards the lungs as the
origin of the increased circulating ET levels.

Plasma ET levels

151 O Sham
@ PVB

Figure 4. Plasma ET levels over time in
- PVB and sham animals. Values are
© ) * * individual animals and means = SEM. Data
1 om 5 T Oé_ below the (1% quartile-1.5* IQR) and

%‘ %E o_§_ o above the (3™ quartile + 1.5*IQR) were
A =y o defined outliers, and were excluded from
. the final statistical analyses (black). IQR:
0 o o Interquartile range. * P<0.05 vs sham by

unpaired t-test (two-sided).

ET (pg mI-1)

6 8 10 12
Week

Pulmonary microvascular structure and function

Histological assessment of small pulmonary arteries revealed increased wall thickness in
PVB compared with sham (Fig 7, 16.1+0.9 vs 13.620.4 um, P<0.05), resulting in an increased
ratio of wall and lumen (0.73£0.05 vs 0.54+0.01, P<0.01) and a decreased relative lumen
area (0.36+0.02 vs 0.44+0.01, P<0.01). To elucidate the potential difference between the
upper and lower lobes, data were split into four groups, PVB upper lobe, PVB lower lobe,
sham upper lobe and sham lower lobe, which showed that differences between PVB and

sham groups, were principally observed in the lower lobes (Fig 7, lower panel).

Vasoconstriction in response to KCl and U46619 was increased in vessels isolated from both
upper and lower lobes from PVB as compared to sham animals (Fig 8). These effects reflect
the media hypertrophy of the pulmonary small arteries observed histologically. Endothelial
function, as determined by vasodilation to substance P was similar between upper and
lower lobes from sham animals. In PVB animals, the vasodilator response to substance P in
the upper lobe was not different from that in the upper lobe of normal swine. However,
vasodilation to substance P was significantly reduced in pulmonary small arteries from the

lower lobe of PVB animals (Fig 8).
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Administration of exogenous ET resulted in vasoconstriction in both sham and PVB animals.
While absolute maximal vasoconstriction to ET was higher in PVB than sham animals (16.6x
2.4 vs 9.9+1.6 mN, P<0.05), constriction relative to maximal KCl induced vasoconstriction
was lower in PVB (12110 vs 161+7%, P<0.01), and sensitivity to ET was reduced in PVB
animals (Fig 9; logEC50 8.31+0.2 vs 7.60.2, P<0.05). Vessels were incubated with BQ123 or
BQ788 to obtain ETa or ETg blockade, and then exposed to exogenous ET. The resulting
response curves were compared to those of vessels only exposed to exogenous ET. Under
no condition did BQ788 affect the ET concentration response curve, while BQ123 blocked

the ET effects, except in the sham lower lobes.
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Figure 7. Typical examples (upper panels) and histological assessment of small pulmonary
arteries (@ 50-150 um) showing differences in wall thickness, wall/lumen ratio and relative
lumen area between PVB and sham groups (middle panels) and between upper and lower
lobes of these groups (lower panels). *P<0.05 vs corresponding sham, **P<0.01 vs
corresponding sham by two-way ANOVA with Bonferroni’s post-hoc test when appropriate.
Values are means + SEM. Scaling bar = 50 um.
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Figure 8. Vasoconstrictive response to 100 mM KCl and U46619 was bigger in PVB group
compared to sham group. Vasodilation by substance P was impaired in PVB lower lobes,
but not in upper lobes. *P<0.05 vs corresponding sham, TP<0.05 vs corresponding upper
lobe by two-way ANOVA with Bonferroni’s post-hoc testing. KCl- and U46619 data are given

as absolute values, Substance P data as percentage of dilation after constriction by U46619.
Values are means = SEM.
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Figure 9. Vasoconstriction by administration of ET-1 to isolated small pulmonary arteries.
Data is presented as absolute constriction (mN, left) and as percentage of maximal
vasoconstriction by administration of 100 mM KCl (%, rightl). *P <0.05 vs sham top, TP<0.05
vs sham EC50 by regression analyses. Means + SEM.

Discussion

The main findings in the present study are that: (i) non-restrictive banding of the confluence
of the lower pulmonary veins in swine resulted in PH; (i) within 12 weeks after banding, the
initially isolated post-capillary PH progressed to combined pre- and post- capillary PH with
structural and functional changes in pre-capillary pulmonary vessels; (iii) from 10 weeks
after banding until sacrifice at 12 weeks, ET pathway was upregulated, actively contributing

to the increased pulmonary vascular resistance.
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Figure 10. Vasoconstriction by administration of exogenous endothelin-1 (ET) to isolated
small pulmonary arteries of the sham upper and lower lobes, and PVB upper and lower
lobes. Vessels were first incubated with either BQ123 for ETa blockade, BQ788 for ETs
blockade, or no receptor blockers at all. Data are presented as percentage of maximal
vasoconstriction by administration of 100 mM KCI. *P<0.05 vs ET, (*) P=0.06 by regression
analyses. Values are means + SEM.

Model Validation

This swine model for group Il PH originates in the group of Ibanez et al. 1> 1% 25 To date,
pulmonary hypertension and RV function have been measured under anesthesia in this
model, and revealed a marked increase in mPAP, PVR, and vessel wall thickness that, after
4 months follow up, resulted in structural and functional changes in the RV and, in a subset
of animals, resulted in RV failure. In the present study, we performed serial measurements
of systemic and pulmonary hemodynamics and blood gases in awake swine at rest as well
as during graded treadmill exercise. Moreover, the chronic instrumentation allows for serial
testing of vasoactive compounds to study over time the underlying mechanisms control
pulmonary vascular tone, and for the serial collection of blood samples. The current study
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demonstrates that this porcine group Il PH model has excellent inter-study and inter-group
reproducibility, as the present findings at 12 weeks (mPAP and PVR, as well as pulmonary
vascular remodeling) are very similar to those of the Ibanez group at three months. 1% The
additional chronic instrumentation, and subsequent exercise testing unmasked a mild
chronotropic incompetence due to impaired autonomic control that has also been shown
in PH. 333> The impaired increase in heart rate in PVB vs sham resulted in an attenuated

increase in cardiac index and is consistent with the exercise intolerance in group Il PH. 336

Clinically, group Il PH includes different etiologies, including left HF, valvular disease, inflow/
outflow tract obstructions and, congenital or acquired, pulmonary vein stenosis. This PVB
swine model is well suited to study the pathophysiology and progression of most forms of
group Il PH. With translation to PH as a result of left HF, with reduced or preserved ejection
fraction, it can be both a drawback and an advantage that there is no actual left HF. On one
hand, this model might miss circulating factors originating from left HF such as elevated
natriuretic peptides and troponins. 3 On the other hand, we are able to study the isolated

pulmonary vascular pathogenesis of CpcPH without influence of the left side of the heart.

A limitation of this swine model, however, is that the conventional methods of calculating
PVR ((mPAP-PCWP)/CO or (mPAP-LAP)/CO) do not result in true vascular resistance, as the
resistance of the band around the lower pulmonary veins is also taken into account. Also,
the new parameter for differentiation between IpcPH and CpcPH, i.e. the diastolic pressure
gradient, is not directly applicable in this model. In the present study, tPVRi (PAP/CI) was
used to indicated changes in RV afterload as, with the current hemodynamic measurements,
changes in vascular resistance of the upper and lower lobes cannot be distinguished from

the changes in resistance induced by PVB.
Oxygenation

The venous confluence drains both inferior (caudal) pulmonary lobes, which account for 80%
of total lung mass in swine. 1° As the animal grows while the band maintains a fixed venous
stenosis diameter, blood flow to the lower lobes is gradually restricted, likely resulting in
redistribution of the blood flow to the middle and upper pulmonary lobes. The increased

flow to these lobes decreases capillary transit time, reflected by a reduced arterial pO;and,
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to a lesser extent in arterial SO,, in PVB animals. 3 It could further be speculated that a
decreased diffusion capacity in swine with PVB contributes to the decreased oxygenation
at rest as is also observed in severe pulmonary arterial hypertension (PAH) and severe PH
in HF. 3% 4% However, measurement of diffusion capacity requires respiratory mask-testing

which is technically challenging in swine and was not performed in the present study.

During exercise, the increase in cardiac output further decreases transit time which resulted
in decreased arterial pO, and arterial O, saturation in PVB swine. In exercising sham animals,
arterial Oz saturation remained relatively constant, although arterial PO, decreased slightly,
but to a lesser extent than in PVB swine. Tezosentan did not alter cardiac output, capillary
transit time, and arterial oxygenation. Importantly, the observation that arterial pO, was

unaffected by tezosentan suggests that tezosentan did not result in pulmonary edema.
Pulmonary microvascular remodeling in PH: role of ET

Twelve weeks after induction of pulmonary vein banding, pulmonary small arteries
demonstrated muscularization and thickening of the vascular wall, resulting in a relative
reduction of the vascular lumen. This finding is consistent with the observation that
pulmonary vascular remodeling in group Il PH mainly consists of medial hypertrophy and
muscularization of arterioles. ! Consistent with the increased muscularization, we found
that maximal contraction of these vessels was also increased, which was accompanied by
alterations in the ET pathway, a well-known mediator of vascular remodeling. #** It has
been well described that the ET pathway is upregulated in PAH. ¥ %5 Because of the
abluminal release, circulating plasma ET levels are thought to be the result, at least in part,
of spillover from the junctions between endothelial and smooth muscle cells and can
therefore not be equated to ET activity in pathological states. *°* However, plasma ET-levels

are upregulated in PAH and correlate with disease severity and hemodynamics. 146

In addition, to increased ET levels, ET signaling may also be increased via upregulation of
ET-receptors. For example, ETa receptors have been reported to be upregulated, while ETs
receptors may be up- or downregulated, depending on the type of PH, in clinical and
experimental PH. 4% We previously showed that in swine with PH secondary to myocardial

infarction plasma ET levels were increased, and infusion of exogenous ET resulted in a more

120



From IpcPH to CpcPH: a Role for ET

pronounced pulmonary vasoconstriction compared to normal swine. ¥ This increased
response to ET appeared to be the result of an increased ET, mediated vasoconstriction.
Also, plasma ET levels are increased in chronic HF, and correlate with the severity of
symptoms and pulmonary hemodynamics. 2%°° This is accompanied by upregulation of ET,,

and downregulation of ETg receptors. 153

The observation that ETA+ETB-blockade by tezosentan produced a more pronounced
vasodilation in awake PVB than sham animals confirms increased ET-activity in type Il PH in
vivo. The present study showed an increased expression of PPET and ECE in lung tissue, and
higher plasma ET levels in PVB as compared to sham at 10 and 12 weeks after PVB. As
indicated in figure 4, two outliers were identified and removed from statistical analyses.
Although this decreased the variation within groups, it did not alter statistical significance.
The increased expression of PPET and ECE, as well as the increased plasma ET-levels are
consistent with data that show that the lungs are the primary source of ET-1, ** % although
the contribution of other organs cannot be excluded in the present study as PPET- or ECE-
expression was only measured in lung tissue. Furthermore, it appeared that the plasma ET-
levels decreased over time in the sham-operated swine, while these levels in PVB swine
increased only slightly. Swine received the banding or sham surgery at the age of three
weeks and were studied until the age of sixteen weeks. The observation that in sham
animals, plasma ET-levels decreased over time is consistent with decreasing plasma ET-

levels over time in the first months after birth in humans. ¢

The higher plasma ET levels in PVB were accompanied by a decreased expression of ETg
receptors, that are responsible for ET clearance, in the lower lobes. In the present study,
the ETa receptor was the main receptor responsible for ET induced vasoconstriction, since
ETs receptor blockade did not affect this constriction in pulmonary small arteries from
either sham or PVB animals. The maximal constriction to exogenous ET was increased,
which likely reflects the increased muscularization of the pulmonary small arteries, as the
response to KCl was similarly increased. Moreover, the normalized concentration response
curve was shifted to the right in PVB pulmonary small arteries, suggesting desensitization
of the pulmonary vasculature to ET. Although this desensitization was not accompanied by

a decrease in ETa receptor expression, it is possible that changes in pulmonary vascular ETa
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receptor expression were overlooked as ET receptor expression was measured in bulk lung
tissue expression, and hence expression in endothelial and smooth muscle cells cannot be

distinguished from expression in bronchi and alveoli.

Interestingly, the vasodilator response to ET-receptor blockade with tezosentan was
blunted during exercise at 10 weeks, but not at twelve weeks, suggesting progressive
activation of the ET system and/or suppression of ET mediated constriction during exercise.
The latter is consistent with our previous findings that during exercise, nitric oxide blunts
the vasoconstrictor effect of ET. > The attenuated vasodilation to tezosentan during
exercise at week 10 might thus be the result of an increase in nitric oxide during exercise,

that is no longer present at 12 weeks after PVB.
Clinical Relevance

Our study is the first to show that ET is upregulated in group Il PH without an underlying
cause, such as myocardial infarction or HF. The fact that a purely mechanical increase of
pulmonary pressure and resistance induces over-activation of the ET-pathway suggests that

the ET-pathway might be an interesting target for therapy in this group of patients.

To date, a number of clinical trials have been performed with a variety of ET-receptor
antagonists (ERA’s) in chronic HF, with generally rather disappointing results. 58 |t should
be noted however, that all experimental ERA’s were tested in the presence of conventional
medical HF therapy, including angiotensin-converting-enzyme inhibitors, -blockers and
angiotensin-ll- and aldosterone receptor antagonists. It cannot be excluded that the added
effect of ERA’s was limited because of blunted neurohumoral activity by these other drugs.
Indeed, in another clinical study, acute administration of darusentan produced a dose-
dependent change in Cl, SVR, PVR, MAP, mPAP and PCWP when conventional medical
therapy was interrupted, 8’ whereas in the HEAT and EARTH trials, where medication was
continued, darusentan produced no additional pulmonary haemodynamic effects. 3% 62
Moreover, while in some clinical trials, ERA’s did improve haemodynamic variables,
including PCWP, PVR, SVR, Cl and right atrial pressure, 61% none resulted in improved
outcome or clinical status. It is therefore important to note that in the present study the

acute effect of ERA was investigated, and that these results may not directly translate to
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positive long-term studies. Future studies are thus required to investigate the pulmonary

effects of chronic therapy with ERA’s in group Il PH.

The current guidelines of the European Society of Cardiology for treatment of group Il PH
recommend the treatment of the LV, to optimize volume status, to take care of co-
morbidities and to take caution in using pulmonary vasodilators. ! We believe a distinction
must be made between group Il PH as a result of left HF, and non-HF causes of group Il PH.
Non-HF causes of group Il PH include pulmonary vein stenosis, which can be either
congenital, or as a result of radiofrequency ablation in treatment of atrial fibrillation. 587°
Pulmonary vein stenosis causes a passive increase in PVR and mPAP, as was also shown in
the present study. We also observed that the ET-pathway is upregulated as early as 10
weeks after inducing the stenosis, and that ET contributes to an active increase of PVR and
mPAP. Consequently, inhibiting the ET-pathway could be beneficial in this group of patients
to stop progression of IpcPH to CpcPH, especially because the most serious adverse effects
in the clinical trials in HF patients (worsening of HF, peripheral/pulmonary oedema) might
not apply to non-HF patients. Recently, the FDA approved Dual-receptor antagonist
bosentan for treatment of PH in children. While it will mainly be under investigation as
treatment of PAH, bosentan could also be utilized in treatment of children with PH as a
result of congenital pulmonary vein stenosis. The observation in this study that ET-induced
vasoconstriction in isolated pulmonary small arteries appeared to be entirely dependent on

ETa-receptors, suggests ETa-blockade alone might be preferable over dual ERA’s.
Conclusions

Banding of the confluence of both inferior pulmonary veins in swine resulted in a
progressive increase in pulmonary arterial pressure and resistance, which could be
measured from week 5 until week 12 after banding, in the awake state, by chronic
instrumentation. From week 10 onward, the pulmonary endothelin pathway was
upregulated, likely contributing to pre-capillary activation of the initially isolated post-
capillary pulmonary hypertension and leading to structural and functional vascular
remodeling. Inhibition of the endothelin pathway could thus potentially provide a
pharmacotherapeutic target for early stage post-capillary pulmonary hypertension,

especially in post-capillary pulmonary hypertension with normal left heart function.
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RV O; Delivery and RV Function During Exercise in CpcPH

Abstract

Background: Assessing right ventricular (RV) functional reserve is important for
determining clinical status and prognosis in patients with pulmonary hypertension (PH). In
this study, we aim to establish RV oxygen (O;) delivery as a determinant for RV functional

reserve during exercise in swine with chronic PH.

Methods: Chronic PH were induced by pulmonary vein banding (PVB), with sham operation
serving as control. RV function and RV O, delivery were measured over time in chronically

instrumented swine, up to 12 weeks after PVB at rest and during exercise.

Results: At rest, RV afterload (pulmonary artery pressure and Ea) and contractility (Ees and
dP/dtmax) were higher in PH compared with control with preserved cardiac index and RV O;
delivery. However, RV functional reserve, as measured by the exercise-induced relative
change (4) in cardiac index, dP/dtmax, and Ees, was decreased in PH, and RV-pulmonary
arterial coupling was lower both at rest and during exercise in PH. Furthermore, the
increase in RV O3 delivery was attenuated in PH during exercise principally due to a lower
systolic coronary blood flow in combination with an attenuated increase in aorta pressure
while arterial O, content was not significantly altered in PH. Moreover, RV O, delivery
reserve correlated with RV functional reserve, A cardiac index (R?=0.85), AdP/dtmax

(R?=0.49), and AEes (R?=0.70), all P<0.05.

Conclusion: The inability to sufficiently increase RV O, supply to meet the increased O,
demand during exercise is principally due to the reduced RV perfusion relative to healthy
control values and likely contributes to impaired RV contractile function and thereby to the

limited exercise capacity that is commonly observed in patients with PH.

Keywords: Pulmonary hypertension; Right ventricular functional reserve; Coronary blood

flow; Oxygen delivery; Exercise
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News and Noteworthy

Impaired right ventricular (RV) O, delivery reserve is associated with reduced RV functional
reserve during exercise in a swine model of Pulmonary Hypertension (PH) induced by
pulmonary vein banding. Our data suggest that RV function and exercise capacity can be

improved by improving RV O, delivery.
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Introduction

Patients with pulmonary hypertension (PH) experience a limited exercise capacity due to
the inability of the right ventricle (RV) to sufficiently increase cardiac output during exercise.
Assessing RV functional reserve during exercise is thus critical to assess the clinical status of
patients with PH. 22 RV functional reserve is defined as the relative increase in RV function
in response to exercise. The main determinants of RV functional reserve in patients with PH
are unknown. In this study we speculate that the ability to increase oxygen (O;) delivery to

the RV myocardium is an important determinant of RV functional reserve.

At rest, O, consumption in the human heart is 40-fold and 20-fold higher as compared to
skeletal muscle and the whole body respectively, reflecting the high metabolic rate of the
cardiac contractile process. 3 RV coronary blood flow (CBF) under resting conditions is lower
than left ventricular (LV) CBF, but the increase in RV CBF during exercise is twice as big as
that in LV CBF, in ponies, * swine, > and dogs. © This reflects the lower myocardial O, demand
of the RV at rest, ® and implies that the relative increase in RV CBF, i.e. RV CBF reserve,
should be sufficiently large to accommodate the greater increase in RV O, demand during

exercise, in order to maintain RV function during exercise.

In subjects with PH, resting RV CBF is higher than healthy controls, 7 but their ability to
increase RV CBF after infusion of adenosine is reduced, 7 suggesting impaired vasodilator
reserve. During exercise, vasodilator reserve is particularly important since O, consumption
is augmented, and extravascular compression of the coronary vasculature, that is already
increased in resting PH patients, 8 may further compromise RV perfusion and thus RV O,
delivery. We hypothesize that exercise exacerbates the mismatch between RV work and RV
O3 delivery, thereby impairing RV function. This implies that there is a correlation between

RV O; delivery reserve and RV functional reserve.

Indeed, it was already shown in 1984 that, even in patients with LV dysfunction, exercise
capacity is more closely related to RV function than to LV function. 1% In a subgroup of
patients with LV dysfunction, isolated post-capillary PH progresses into combined pre- and
post-capillary PH, which shows reduced RV functional reserve and a further impairment of

exercise capacity. ! These data indicate that also in patients with PH classified by the World
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Health Organization (WHO) as group 2 PH, RV functional reserve is an important exercise
limiting factor. To exclude a potential role for LV dysfunction, we used a porcine model of
chronic PH without LV dysfunction produced by pulmonary vein banding (PVB, % 1) to

investigate the relationship of RV O, delivery and RV functional reserve during exercise.

Materials and methods

Ethics

This study was performed in accordance with the “Guiding Principles in the Care and Use of
Laboratory Animals” as approved by the Council of the American Physiological Society, and
with the approval of the Animal Care Committee of the Erasmus Medical Center Rotterdam
(3158, 109-13-09). Sixteen crossbred Landrace x Yorkshire swine of either sex obtained
from a commercial breeder (3-4 weeks old, 6x1 kg) entered the study. Swine were
individually housed in the animal facility of the Erasmus University Medical Center, fed age
appropriate diet initially four times per day for 3 weeks (Babywean, Topwean, Denkavit,
Voorthuizen, The Netherlands), afterwards twice a day and had free access to drinking

water. A schematic design of the study is given in Figure 1.
Swine model

PVB was induced in swine as previously described. 113 In brief, 10 swine (8.4+1.8 kg) were
sedated (5 mg/kg Tiletamine/Zolazepam, Virbac; 2.25 mg/kg Xylazine, AST Pharma; 0.5 mg
Atropine, Teva Nederland, Netherlands), intubated and ventilated with a mixture of O, and
N; (1:2) to which isoflurane (2% Pharmachemie, Haarlem, Netherlands) was added.
Antibiotic prophylaxis (0.75 ml Depomycine, 200 mg/mL dihydrostreptomycin, 200,000
IU/mL procaine benzyl penicillin, Intervet Schering Plough, Netherlands) was given before
the procedure. Under sterile conditions, the chest was opened via the fifth right intercostal
space and a surgical loop (Braun Medical Inc., Bethlehem, USA) was passed around the
confluent of the inferior pulmonary veins and secured at the resting diameter with a silk
suture. The ribs were secured using non-absorbable USP6 braided polyester (0.8 mm) and
the wound was closed using silk sutures. Swine received analgesia (0.3 mg buprenorphine
i.m. Indivior, UK) and a fentanyl slow release patch (6ug/hr, 72 hrs, Fentanyl Sandoz® Matrix,

Sandoz B.V., Netherlands) and were transferred to the animal facility. One swine died of

136



RV O; Delivery and RV Function During Exercise in CpcPH

acute heart failure within 3 hours following PVB. Sham operation was performed in 6 swine
(8.4%2.1 kg) as control, in which the pulmonary vein confluent was exposed and dissected,
but no banding was performed. One control swine was excluded due to catheter failure,

precluding hemodynamic measurements in the awake state.

A AB AC AD A
= | Chronic Instrumentation Echocardiography Organ weight
Blood sampling Histology
Treadmill exercise r

3
2
1
_mll L
— ‘ 2

Week 5-12 [ Sacrifice

[ Baseline

Figure 1. Schematic design of the study. A. At baseline, swine were randomized to the PH
group with pulmonary vein banding of the lower (caudal) lobes (PVB, n=9) or control group
with sham operation (n=5), lower panels show the 3D angiography of the control with sham
operation (left) and the PH group with PVB (right). B. In week 4, swine were chronically
instrumented to measure awake hemodynamics. C. From week 5, starting one week after
recovery from chronic instrumentation, all swine were weekly exercised on a motor driving
treadmill while measuring hemodynamics. D. In week 12, swine were sacrificed and tissues
were harvested for various analyses.

Four weeks after PVB or sham operation (Fig 1), swine were anaesthetized and ventilated
as described above, and chronically instrumented as described previously. 3> In brief,
under sterile conditions, chest and pericardium were opened via the fourth left intercostal
space, and fluid-filled polyvinylchloride catheters (Braun Medical Inc., USA) were inserted
into aortic arch, pulmonary artery, RV, and left atrium for pressure measurement and blood
sampling. Transit time flow probes (Transonic Systems Inc., USA) were positioned around
ascending aorta to measure cardiac output and around right coronary artery to determine
RV CBF. Right coronary artery perfuses the majority of RV free wall as well as part of septum
and posterior LV. ® Fluid status was maintained with an intravenous glucose drip (5%, 100
mL/hr). Catheters were tunneled to the back, and the wound was closed. When fully awake,
swine were transferred to the animal facility, receiving analgesia (1 mg buprenorphine i.m.

Indivior, UK), and a fentanyl slow release patch (12 ug/hr), and antibiotic prophylaxis (25

mg/kg, amoxicillin i.v. Centrafarm B.V.; 5 mg/kg, gentamycin i.v. Eurovet, The Netherlands)
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for 7 days. If, catheters were infected and infection precipitated in the joints and caused
crippleness of the animal during follow up, daily administration of antibiotics (enrofloxazine,
2.5 mg/kg i.m. Baytril, Bayer, The Netherlands) and anti-inflammatory pain medication
(flunixine, 1 mg/kg i.m., Finadyne, The Netherlands) were used until crippleness resolved

(usually within one week).
Hemodynamic and echocardiographic evaluation of RV function

After one week of recovery from chronic instrumentation, swine were placed on a motor
driven treadmill (Fig 1). Hemodynamics consisting of heart rate (HR), cardiac output, RV CBF,
and pressures in the right ventricle (RVP), aorta, pulmonary artery (PAP) and left atrium
were continuously recorded (ATCODAS, Dataq Instruments) at rest and during a four stage
(3 mins/stage) incremental exercise (1-4 km/hr) for off-line data analysis. Blood samples
were collected at rest and during the last minute of each stage from the pulmonary artery
and aorta, and processed for determination of pO,, O; saturation, and hemoglobin (Hb,
g/dL, ABL 800, Radiometer, Denmark). Cardiac index was calculated as cardiac output/body
weight. Stroke volume index was calculated as the ratio of cardiac index and heart rate.
Total pulmonary vascular resistance index (tPVRi) was calculated as the ratio of mean PAP
and cardiac index. Arterial O; content (,0,C, mM) was calculated as (0.00131xp0O;)+ (Hbx

0.621x0; saturation), > and RV O, delivery was calculated as RV CBFx,0,C.

RV function was evaluated by rate pressure product (RPP=heart ratexmPAP) as an index of
RV work, cardiac index, maximal rate of RVP rise (dP/dtmax) and end systolic elastance (Ees).
Ees was derived from RVP and stroke volume index using the single beat method 7 using
mean PAP as an index of end systolic PAP. 118 The mean of at least 10 consecutive beats
was determined. Arterial elastance (Ea) was calculated as mPAP/stroke volume index. 1° RV-
PA coupling was calculated as Ees/Ea. ¥ RV functional reserve (A) was defined as the
relative change between basal RV function at rest and RV function during exercise, and

calculated by (Maximum value during exercise-value at rest)/Value at rest.

Resting RV dimensions and function were evaluated by echocardiography (ALOKA ProSound
SSD 4000, Hitachi Aloka Medical, Japan) under awake resting conditions. RV end diastolic

area (EDA) and end systolic area (ESA) were obtained from the apical four chamber view,
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RV fractional area change (RV-FAC) was calculated by (EDA-ESA)/EDAx100%. Tricuspid

annular plane systolic excursion (TAPSE) was determined from M mode in four chambers.
Sacrifice, Fulton index and RV Histology

Swine were deep anesthetized, intubated and ventilated. Subsequently, a sternotomy was
performed, the heart was fibrillated using a 9V battery, and immediately excised. The heart
was sectioned into RV and left ventricle including septum (LV) and weighed. Fulton index
(RV/LV) was used to assess RV hypertrophy. RV tissues were fixed by 3.5-4% formaldehyde
and embedded in paraffin. 5um sections were stained with Gomori to assess cardiomyocyte
cross sectional area (CSA), Picrosirius Red to assess collagen content, and lectin to assess

capillary density and analyzed as previously described. 2°
Statistical analyses

Data are presented as meanzSEM. Comparisons between two groups and relationships
between different indices were analyzed using t test and linear regression (Prism, GraphPad,
LaJolla, CA, USA). Differences between PH and control over time at rest and during maximal
exercise were analyzed using linear mixed model with fixed effects (time and exercise as
within subject factors and banding as a between subject factor as appropriate, SPSS version
21.0IBM, NY, USA). A P value <0.05 (two-tailed) was considered statistically significant, and

a P value <0.1 (two-tailed) was considered as a trend.

Results

RV function and O, delivery at rest

PVB for 12 weeks resulted in progressive PH with higher mPAP, tPVRi, and Ea compared
with control, and increased RV work (Fig 2). The increased afterload resulted in gradual RV
dilation, as evidenced by a progressive enlargement of RV-EDA and ESA (Fig 2), and
hypertrophy indicated by increased Fulton index and bigger cardiomyocyte size and a trend
towards increased interstitial collagen content (Table 1, Fig 3). Mild RV dysfunction, i.e.
significant decreases in RV-FAC and TAPSE in PH compared with control, was present while
cardiac index and stroke volume index were still preserved (Table 1, Fig 2&4). Global RV

contractility (Ees, P<0.01; dP/dtmax, P=0.06) was higher in PH (Table 1, Fig 4). Nevertheless,
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RV-PA coupling was significantly lower in PH compared with control as Ees did not increase
commensurate with the increase in Ea (Table 1, Fig 4). RV-CBF averaged over the cardiac
cycle was similar in both groups. RV O3 delivery was also similar in both groups as O, content

was unchanged (Fig 2&5). Furthermore, capillary density was similar in both groups (Fig 3).

Table 1. Resting characteristics and echocardiography at week 12.

Control PH P-value
Subjects/Female (n/n) 5/3 9/4
Body Weight (kg) 59+2 5343 0.24
RV Weight (g) 84+4 9746 0.17
RV/Body Weight (g/kg) 1.4210.07 1.8510.11 0.02
LV Weight (g) 19318 16618 0.06
LV/Body Weight (g/kg) 3.240.1 3.140.1 0.63
Fulton Index 0.44+0.02 0.58+0.02 <0.01
Hemodynamics
Heart Rate (beats-min) 13149 13745 0.57
Mean Aorta Pressure (mmHg) 94+4 8714 0.31
Mean LAP (mmHg) 3.610.3 4.010.6 0.55
Mean PAP (mmHg) 2041 3942 <0.0001
Total PVRi (mmHg-L*-min) 11449 244121 <0.001
RV Systolic Pressure (mmHg) 33+2 6943 <0.0001
RV End-diastolic Pressure (mmHg) 10+2 14+1 0.09
RV function
Cardiac Index (L-min?-kg?) 0.17+0.00 0.17+0.01 0.80
Stroke Volume Index (mL-kg?) 1.3+0.2 1.240.2 0.29
dP/dtmax (mmHg-s?) 1350+£190 1750+400 0.06
Ees (mmHg-mL1kg) 372 54+3 <0.01
Ea (mmHg-mL? -kg) 1612 3443 <0.0001
RV-PA coupling (Ees/Ea) 2.5+0.3 1.7+0.2 <0.05
Echocardiography
RV FAC (%) 59+1 51+1 <0.001
TAPSE (mm) 2311 171 <0.01

Data are presented as meantSEM. RV: right ventricle; LV: left ventricle; LAP: left atrium
pressure, PAP: pulmonary artery pressure, PVRi: pulmonary vascular resistance index,
dP/dtma: maximum rate of RV pressure rise, Ees: end-systolic elastance, Ea: arterial
elastance, RV-PA coupling: RV-pulmonary arterial coupling, FAC: fractional area change,
TAPSE: tricuspid annular plane systolic excursion.
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Figure 2. Hemodynamic, CBF and echocardiographic changes over time at rest and during
exercise. At rest, PVB for 12 weeks resulted in progressive PH with higher mPAP (A) and
tPVRi (B) compared with control. RV afterload Ea (C) and RV work RPP (D), and RV-EDA (H)
and ESA (1) were also increased gradually in PH compared with control. On the contrary, Cl
(E) and HR (F) were gradually decreased in PH compared with control. CBF (G) was
unchanged in PH compared with control. During exercise, the increases in mPAP (A), tPVRi
(B), Ea (C), RPP (D) were enhanced in PH compared with control, while the exercise-induced
increasein Cl (E) and HR (F) were attenuated in PH. mPAP: mean pulmonary artery pressure,
tPVRi: total pulmonary vascular resistance index, Ea: arterial elastance, RPP: rate pressure
product, Cl: cardiac index, HR: heart rate, CBF: coronary blood flow, EDA: end diastolic area,
ESA: end systolic area.*p<0.05, effect of PH; tp<0.05, effect of time; ¥p<0.05, effect of
exercise; §p<0.05, effect of exercise different in PH.

RV function and O, delivery during exercise

To assess RV function and RV functional reserve during exercise, swine were weekly
exercised on a motor driven treadmill. The increased RV afterload in PH was exacerbated

during exercise, as mPAP (Fig 2A), tPVRi (Fig 2B), and Ea (Fig 2C) were higher in PH than in
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control. Hence, RV work was higher in PH during exercise (Fig 2D). Global RV contractility
(dP/dtmax and Ees) was increased during exercise in both PH and control to cope with the
increased afterload (Fig 4B&C). Nevertheless, the exercise-induced increase in cardiac index
was progressively attenuated in PH as compared to control (Fig 2E&4A), which resulted in
a decrease in mixed venous buffer base (HCO3’), in swine with PH (rest vs. exercise:
26.6120.6 vs. 24.620.7 mmol/L, p<0.05) but not in control swine (25.8+0.6 vs. 25.2+1.1
mmol/L, p=0.67) suggesting that PH swine exercised closer to their anaerobic threshold.
The attenuated increase in cardiac index was at least partially due to chronotropic
incompetence, as the exercise-induced increase in heart rate was blunted in PH as
compared to control (Fig 2F). Moreover, at week 12, exercise increased RV-PA coupling in
control while it remained unchanged in PH, which resulted in a lower RV-PA coupling in PH

than in control during exercise (Fig 4D), suggesting that the RV was less able to cope with

the increased afterload.
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Figure 3. Histology of RV myocardium. A. RV cardiomyocyte hypertrophy with higher CSA
(Gomori staining) was observed in PH compared with control. B. A trend towards RV
interstitial fibrosis (Picrosirius Red staining) was observed in PH compared with control. C.
RV capillary density (Lectin staining) was similar in both groups (PH=7, control=5). CSA: cross
sectional area. *p<0.05 for comparison between groups.
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Despite the higher RV afterload and RV work in PH than in control during exercise, RV CBF
(Fig 5A) and O, delivery (Fig 5H) per gram of RV tissue were lower in PH as compared to
control during exercise, which could be attributed to a lower systolic flow in PH (Fig 5C),
and thus the ratio of systolic and diastolic flow tended to be decreased as well (Fig 5D).
Although there was a slightly decreased O, saturation (Fig 5E) in PH, the O, content (Fig 5F)

was similar in both groups.

Therefore, RV O, delivery reserve (Fig 5H) was impaired in PH due to impaired RV CBF
reserve (Fig 5A). This impaired RV O, delivery reserve correlated strongly with reduced
exercise-induced increase in systemic blood pressure (Fig 5K), indicating that attenuated
increase in blood pressure in PH also likely contributed to the impaired RV O, delivery

reserve in PH during exercise.
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Figure 4. Assessment of RV function at rest and during exercise at week 12. At rest, Cardiac
index (A) was preserved in PH group compared with control, while dP/dtmax (B) and Ees (C)
were increased in PH. Conversely, coupling (D) was decreased in PH compared with control.
During exercise, Cardiac index (A) and Coupling (D) were reduced in PH compared with
control, while dP/dtma.« (B) and Ees (C) were similar in both groups. RV functional reserve,
calculated as the relative increase from baseline i.e. (exercise-baseline)/baseline, ACardiac
index (A), AdP/dtmax (B), AEes (C), and ACoupling (D), was reduced in PH compared with
control. A. control: n=5, PH: n=7; B. control: n=5, PH: n=8; C. control: n=5, PH: n=5; D. control:
n=5, PH: n=5. dP/dtma: maximum rate of RV pressure rise, Ees: end systolic elastance. *
p<0.05, **p<0.01, ***p<0.001 for comparison between groups.
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Figure 5. Assessment of determinants of RV O, delivery at rest and during exercise at
week 12. At rest, RV CBF (A), mean diastolic CBF (B), mean systolic CBF (C), the ratio of
systolic and diastolic CBF (D), hemoglobin (F), O, content (G), O delivery (H) and MAP (I)
were all similar between both groups despite a lower O; saturation in PH (E). During exercise,
RV CBF, mean systolic CBF, the ratio of systolic and diastolic CBF, O, saturation and O,
delivery were reduced in PH (n=7~8) compared with control (n=5). ARV CBF, Amean systolic
CBF, ARV O; delivery, and AMAP were all reduced in PH compared with control. AMAP
correlated with both ARV CBF (J) and ARV O, delivery (K). CBF: coronary blood flow, MAP:
mean arterial pressure. *p<0.05, **p<0.01, ***p<0.001 for comparison between groups.
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Figure 6. Relations between RV work, RV afterload and RV O, delivery during exercise.
The relation between RV work RPP and RV O, delivery rotated clockwise in PH (n=6) at week
9 (A) and week 12 (B) compared with control (n=5). There was no significant change in the
relation between RV afterload Ea and RV O, delivery at week 9 (C), but a significant
clockwise rotation at week 12 (D) in PH. RPP: rate pressure product, Ea: arterial elastance.
*p<0.05, **p<0.01 for comparison between groups.
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Figure 7. Relations between RV O, delivery reserve and RV functional reserve during
exercise. RV O, delivery reserve, i.e. the relative increase in RV O, delivery from baseline,
(exercise-baseline)/baseline, correlated with RV functional reserve: ACardiac index (A,
control: n=5, PH: n=5), AdP/dtmax (B, control: n=5, PH: n=7), and A Ees (C, control: n=5, PH:
n=5) in combined data from both groups. dP/dtmax: maximum rate of RV pressure rise, Ees:
end systolic elastance.
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RV O, delivery as determinant of RV function

The relation between RV work and O; delivery as well as the relation between afterload and
O3 delivery in the RV rotated clockwise in PH as compared to control at week 9 (Fig 6A&C),
and this rotation became more pronounced at week 12 (Fig 6B&D), suggestive of
progressive myocardial hypo-perfusion in PH during exercise. Furthermore, RV O; delivery
reserve (Fig 7) correlated with RV functional reserve. In addition, significant correlations
were observed between both RV-FAC and TAPSE at rest and RV functional reserve as well
as with O, delivery reserve, which was particularly strong for RV-FAC (Table 2).

Table 2. Relations between echocardiography parameters and RV functional reserve,
and RV O; delivery reserve.

RV-FAC TAPSE
R? P Value R? P Value
RV functional reserve A Cl 0.70 <0.01 0.58 <0.01
A Ees 0.78 <0.001 0.59 <0.01
A dp/dtmax 0.49 <0.05 0.45 <0.05

RV O, delivery reserve A RV O, delivery 0.84 <0.001 0.48 <0.05

Relationships were analyzed using a linear regression. A: relative change from rest
(exercise-rest)/rest, RV: right ventricle; FAC: fractional area change; TAPSE: tricuspid
annular plane systolic excursion; Cl: cardiac index; Ees: end-systolic elastance; dp/dtmax:
maximum rate of RV pressure rise.

Discussion

In the present study, we used exercise as a stressor to investigate RV function and its
relation to RV O; delivery in a porcine model of chronic PH without LV dysfunction. Our
findings indicate that in the presence of RV hypertrophy in PH, RV function is preserved
with enhanced RV contractile function at rest, while the exercise induced increase in RV
function is blunted, which is accompanied by an impaired increase in RV O, delivery.
Furthermore, the relation between RV work and O, delivery rotates in a clockwise manner
in PH as compared to control, and RV O, delivery reserve strongly correlates with RV
functional reserve during exercise. Altogether, this is the first study showing that O, delivery

to the RV is related to the changes of RV function during exercise in PH.
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Pulmonary vein banding and RV remodeling

WHO Group 2 PH is associated with left heart disease and/or valvular disease, resulting in
impaired outflow into the left heart and an increase in pulmonary venous pressure that is
transmitted backwards through the pulmonary vasculature. According to the clinical
classification of PH, pulmonary vein stenosis, that is found as a congenital anomaly or that
occurs as a severe complication of ablation of atrial fibrillation in humans, # is one of the
subgroups of WHO group 2 PH. Banding of the confluent of the pulmonary veins of the
lower (caudal) lobes in swine results in a local stenosis (Figure 1), that progresses in relative
severity with the growth of the animal. This progressive obstruction of 60-65% of the
pulmonary vascular bed 22 resulted over time in isolated post-capillary PH that progresses
with pulmonary microvascular remodeling into combined pre- and post-capillary PH, 23
further contributing to the increased afterload and RV-remodeling. The gradual increase in
afterload over time results in RV-hypertrophy, evidenced by an increase in Fulton index and
cardiomyocyte size, a trend towards an increased interstitial fibrosis, as well as RV-dilation

measured by echocardiography.

RV-hypertrophy enabled the RV to cope with the increased afterload as cardiac index and
stroke volume index were maintained at rest. This required recruitment of contractile
function, as evidenced by higher Ees and a trend towards an increased dP/dtmax in PH, while
RV-PA coupling was reduced. RV-PA coupling describes the matching of RV-function and
afterload. RV-PA coupling in the control swine in the present study was equal to 2.510.3,
which is higher than the optimal coupling between 1.5 and 2 as originally proposed for
humans by Suga and co-workers. 2* Although human and porcine hearts are similar in size,
the pigs were relatively young. With increasing age, autonomic control changes and the
balance between sympathetic and parasympathetic activity changes with parasympathetic
control becomes more dominant. 2° It is therefore possible that the relatively high
sympathetic activity resulted in a higher heart rate and higher Ees, with increased coupling.
In another study in swine, in which RV-PA coupling was measured under anesthesia using a
PV loop catheter, RV-PA coupling in control swine was equal to 1.24. ?® This study reports
an Ees of 0.37 mmHg/mL and an Ea of 0.32 mmHg/mL using RV-end systolic pressure in

their calculation. Recalculation of Ea as mPAP/SVi, with mPAP of 14 mmHg and a stroke
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volume index of 44 ml/m?, which translates into a stroke volume index of 1 ml/kg, results
in an Ea of 14 mmHg-mL 1-kg, which is very similar to the Ea value of 16 mmHg-mL *-kg in
the present study. Hence, the difference in coupling between the study of Guihaire and co-
workers (1.24) and our study (2.5) is likely due to a difference in sympathetic activity that
impacted Ees. Indeed, following a low dose of the sympathomimetic dobutamine, heart
rate increased to 130 bpm, and coupling increased to 2.14, which is closer to the value of

2.5 that we observed under awake resting conditions at similar heart rate (131 bpm).

In the present study, PH resulted in a 32% reduction in RV-PA coupling, which is similar in
magnitude to the 25% reduction in RV-PA coupling observed in patients with WHO group 2
PH %7:28 and somewhat smaller as compared to the 47% reduction in RV-PA coupling in swine
with chronic thromboembolic pulmonary hypertension. Consistent with reduction in RV-PA
coupling, RV-FAC and TAPSE were reduced in PH. Altogether, hemodynamic, RV-PA coupling,

echocardiographic, and histological data are consistent with mild RV-dysfunction at rest.
RV O, delivery in relation to RV function and exercise capacity

Exercise limitation is the earliest symptom of right heart failure and is a strong predictor of
survival in PH patients. 2 Moreover, RV function correlated more closely than LV function
with exercise capacity in patients with left heart failure. *1° This correlation between RV
function and exercise capacity is present in patients with left heart failure irrespective of
the ejection fraction, i.e. in reduced, midrange or preserved. 3°32 Both impaired stroke
volume reserve and chronotropic incompetence may contribute to the reduction in exercise
capacity. 3> 3 Indeed, the exercise-induced increase in cardiac index was attenuated in PH
as compared to control in the present study, which, consistent with data from patients with
heart failure, 32 was in part due to chronotropic incompetence, potentially due to impaired
autonomic control. 335 In addition, the increased work and afterload of the RV in PH were
not accompanied by an equivalent increase in RV contractile function, particularly during
exercise. The observation that maximal RV contractility in PH during exercise was not higher
than in control is consistent with a recent observation in obese patients with exercise-
induced PH and reduced exercise-tolerance. 3® Together with data showing Ea is a robust
and independent predictor of mortality in patients with WHO group 2 PH, and correlates

strongly with RV dysfunction, '3 it appears that the reduced RV contractile reserve, which
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results in a decrease in RV-PA coupling during exercise, is an important limiting factor in

exercise-tolerance in PH patients.

Despite the presence of hypertrophy, RV in PH swine was unable to increase its contractile
function beyond the value observed in control subjects. One potential reason may be that
augmenting contractile force requires an increase in myocardial O, consumption. Previous
study has shown that, although myocardial O, extraction in the RV, is lower than that in the
LV, the RV also has limited O extraction reserve, particularly during exercise. & Therefore,
increasing O, delivery is required for increasing O, consumption although it has also been
shown that myocardial O, utilization efficiency can be temporarily increased. 3 % Thus,
although RV function is initially reduced upon chronic reduction in flow, ¥ subsequent
stimulation with dobutamine resulted in an increased function without an increase in flow
which was accompanied by an increased efficiency of O, utilization. 3° However, after 10
minutes, RV function went back to baseline levels in the groups treated with high dose
dobutamine, despite continued stimulation with dobutamine. Therefore, it is unlikely that
an increase in myocardial work can be sustained for a prolonged period of time without an
increase in myocardial perfusion. The relation between RV O, delivery and work rotated
clockwise during exercise in PH in the present study, suggesting impaired O, delivery. This
impaired O delivery was not sufficient to cause ischemic damage (high sensitive troponin
in control 0.17+0.07 ng/ml and PH 0.07+0.01 ng/ml, p>0.05), but the impaired O, delivery

reserve recruited during exercise correlated linearly with RV functional reserve.

O3 delivery is determined by arterial O, content and CBF. Swine in the present study have
lower hemoglobin levels (9.5+0.4 g/dL) as compared to humans (normal range 12-20 g/dL),
resulting in a lower arterial O, content and requiring a larger CBF to obtain a similar O,
delivery. Nevertheless, RV CBF in swine (0.99£0.17 ml/min/g) appears to be only slightly
higher than the value obtained in healthy humans (0.90+0.35 ml/min/g). ® The lower
hemoglobin levels in these swine were not due to surgery or repetitive blood sampling as
the values are similar to values obtained in a large cohort (>4000) swine of similar age. *°
Furthermore, hemoglobin levels were similar between control and PH swine both at rest
and during exercise. Also, arterial O, content was unchanged, despite a trend towards a

larger arterial desaturation during exercise in PH swine. This larger arterial desaturation
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that occurred during exercise is likely a consequence of reduced pulmonary capillary
passage time due to redistribution of Cl away from the banded lower lung lobes. CBF per
gram of RV tissue tended to be lower in PH swine during exercise, and RV CBF reserve was
significantly reduced in PH, which is also shown in dogs with RV hypertrophy secondary to
pulmonary artery banding. 74 %2 It should be noted that CBF was measured in the right
coronary artery, which also supplies the posterior wall of the LV. Since LV work, and hence
perfusion of the LV is not expected to change in mild PH either at rest or during exercise,
the reduction in RV CBF reserve may be underestimated in the present study. The reduced
RV CBF reserve was not due to a reduction in capillary density of the RV myocardium, but
can be partially due to the attenuation of the exercise-induced increase in blood pressure,
likely as a result of attenuated increase in cardiac index due to chronotropic incompetence.
RV mean CBF, particularly systolic CBF was lower, diastolic CBF remained similar between
PH and control during exercise indicating that increased extravascular compression in PH is
the main contributor to the reduced RV perfusion reserve. These data are consistent with
studies showing a reduced ratio of systolic and diastolic flow at rest in PAH patients & 4345
as well as animals following pulmonary artery banding, 4¥ 424647 gnd studies showing that
maximal RV function is related to maximal RV CBF in both healthy subjects, 85! and in PAH

or chronic thromboembolic pulmonary hypertension patients. & >2

Conclusion

The present study shows evidence for an impaired increase in RV O, delivery in chronic PH
without LV dysfunction during exercise. Although the attenuated increase in blood pressure
during exercise may contribute to the impaired increase in RV 02 delivery, the impaired RV
O3 delivery reserve in PH was principally due to augmented extravascular compression of
coronary vasculature, that limited particularly the exercise-induced increase in CBF during
systole. The impaired RV O; delivery reserve correlates with reduced RV functional reserve,
indicating that impaired RV O, delivery may limit RV function during exercise, and thereby

contribute to the limited exercise capacity that is commonly observed in patients with PH.
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Kynurenine Metabolites Predict Survival in PAH

Abstract

Background: Altered tryptophan metabolism through the kynurenine pathway (KP) has
been reported in patients with pulmonary arterial hypertension (PAH) undergoing PAH
therapy. We aimed to determine KP metabolism at baseline and following PAH therapy in
treatment-naive PAH patients, investigate the prognostic values of KP metabolites, and

mechanisms underlying altered KP metabolism.

Methods: Forty-three treatment-naive PAH patients were included in this prospective
observational cohort study, and followed for a median period of 42 [interquartile range: 32-
58] months, with blood sampling at inclusion, six and twelve months after PAH therapy.
Three different human lung cells (microvascular endothelial cells, pulmonary artery smooth

muscle cells, fibroblasts) were further studied in vitro.

Results: KP activation with lower tryptophan, higher kynurenine (Kyn), 3-hydroxy-
kynurenine (3-HK), quinolinic acid (QA), kynurenic acid (KA), anthranilic acid, but unaltered
3-hydroxykynurenic acid was observed in treatment-naive PAH patients compared with
controls. PAH therapy partially normalized this profile in survivors after one year. Increased
KP metabolites correlated with higher pulmonary vascular resistance, shorter six-minute
walking distance, and worse functional class. Furthermore, Kyn, 3-HK, QA and KA above the
median at the latest time-point measured were associated with worse long-term survival
(hazard ratios from 3.207 to 9.944). In vitro, different lung cell types exposed to interleukin-
6 (IL-6)/1L-6 receptor o, (IL-6Ra) complex display a KP metabolite profile comparable to the

profile seen in PAH patients.

Conclusion: KP metabolism was activated in treatment-naive PAH patients, likely mediated
through IL-6/IL-6Ra signaling. KP metabolites are potential predictors of response to PAH

therapy and survival of PAH patients.

Keywords: pulmonary arterial hypertension, tryptophan, kynurenine pathway, survival,
cytokines
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Introduction

Pulmonary hypertension (PH) is a life-threatening disease, with Group 1 pulmonary arterial
hypertension (PAH) Pulmonary arterial hypertension (PAH) is characterized by an increase
in pulmonary vascular resistance due to pulmonary vascular remodeling. ! Identification of
novel mechanisms contributing to pulmonary vascular remodeling may yield new
biomarkers for PAH and/or pinpoint new therapeutic targets to facilitate early recognition
and improve prognosis of PAH patients. Recent studies have highlighted the

pathophysiological importance of inflammation and mitochondrial dysfunction in PAH. 24

Nicotinamide adenine dinucleotide (NAD*), a critical coenzyme involved in the reduction-
oxidation reactions, is also an important modulator of inflammation and mitochondrial
function. > ® The de novo NAD* synthesis relies on the essential amino acid tryptophan
metabolism through the kynurenine pathway (KP), which starts with the conversion of
tryptophan (Trp) into kynurenine (Kyn), followed respectively by 3-hydroxykynurenine (3-
HK), 3-hydroxykynurenic acid (3-HA), quinolinic acid (QA), and finally resulting in NAD*
formation. 7 There are branching points in the KP pathway, as Kyn is also metabolized to
kynurenic acid (KA) and anthranilic acid (AA) (Figure 1A). 7 In addition to the de novo
synthesis, NAD* can be also produced from vitamin B3 via the Preiss-Handler pathway and

its derivate nicotinamide riboside via the salvage pathway. 8

Interestingly, NAD* synthesis via the salvage pathway was enhanced in patients with
advanced PAH as well as in animal models of pulmonary hypertension (PH). °® Conversely,
de novo NAD* synthesis was activated in swine with an early stage of PH. 1° Furthermore, a
correlation between Kyn, QA, and AA and pulmonary vascular resistance has been reported
in PAH patients. 1 Similarly, increased Kyn levels were observed in other PAH cohorts, 1213
and correlated with immune dysregulation and clinical outcome in a follow-up period of 6
months. 13 Together, these studies highlight the importance of KP in the development and
progression of PAH. However, PAH patients received PAH therapy in these studies and KP
metabolite profile in treatment-naive PAH patients as well as the effect of PAH therapy on

this profile are currently unknown.
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Therefore, we aimed to investigate: 1) the KP metabolite profile in treatment-naive PAH
patients and three animal models of PH, 2) the effects of PAH therapy on this profile, 3) the
prognostic values of KP metabolites during long-term follow-up. Given the potential
correlation between KP metabolism and immune dysregulation/inflammation, we also
investigated whether cytokines and hypoxia are able to change the KP metabolism in three
types of human lung cells (microvascular endothelial cells, pulmonary artery smooth muscle

cells, and fibroblasts) that play a critical role in the pathogenesis of PAH.
Methods

Ethical Approval

The human study protocols were approved by the Erasmus MC ethical committee and all
procedures were performed in accordance with the Declaration of Helsinki. Written
informed consent was obtained from all PAH patients and healthy volunteers. Animal
studies were performed according to the guidelines from Directive 2010/63/EU of the

European Parliament on the protection of animals used for scientific purposes.
Study population

In this prospective observational cohort study, forty-three consecutive treatment-naive
adult patients with PAH diagnosed by right heart catheterization between May 2012 and
October 2016 at Erasmus MC were included. Treatment-naive was defined as the absence
of any history of treatment with approved target medications for PAH, i.e. prostacyclin,
endothelin receptor antagonists, or phosphodiesterase type 5 inhibitors, and the diagnosis
of PAH was in accordance with previous definition. 1* 1> Patients that aged <18 years, that
were not treatment-naive, had an incomplete diagnostic procedure, or were uncapable of
signing informed consent were excluded. Thirty-nine PAH patients were prescribed PAH
targeted therapies following diagnosis according to the latest guidelines. % 1® PAH patients
were prospectively followed till the 15 of January 2019. The primary outcome was defined
as all-cause mortality and lung transplantation. Survival status was checked in the Municipal
Personal Records database. Twelve PAH patients reached a primary endpoint (end-stage

heart failure (n=5), euthanasia because of end-stage cardiovascular and pulmonary disease
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(n=2), lung transplantation (n=1), progression of systemic sclerosis (n=1), multi-organ

failure (n=1), sudden death presumed cerebral (n=1), and malignancy (n=1)).

A control group consisting of 111 healthy volunteers was selected from the cohort in the
study of using 2D speckle tracking echocardiography to evaluate the normal myocardial
strain values in healthy subjects. The selected subjects had normal results on physical
examination and electrocardiography (ECG), had no (prior) cardiovascular disease or
cardiovascular risk factors (hypercholesterolemia, hypertension (blood pressure above
140/90 mmHg at the time of visit), or diabetes mellitus). More details about these PAH and

control cohorts have been previously described. 17-18
Animal models of PH

Two well-established rat models of severe PH and one porcine model of PH were used for
this study. 1*-?1 Briefly, monocrotaline (MCT)-induced PH (MCT) was established in 4 weeks-
old male Wistar rats (Janvier Labs, France), with a single subcutaneous injection of MCT (40
mg/kg, Sigma-Aldrich, Saint-Quentin-Fallavier, France), and evaluated after 3 weeks (PH
n=6, controls n=5). Sugen-hypoxia-induced PH (SuHx) was established in 4 weeks-old male
Wistar rats (Janvier Labs, France) by a single subcutaneous injection of SU5416 (20mg/kg,
Sigma-Aldrich, France) in combination with exposure to normobaric hypoxia for 3 weeks
followed by normoxia for 5 weeks (PH n=10, controls n=5). A porcine PH model was
established in both male and female swine with banding around the confluent of the
inferior pulmonary veins for 12 weeks (PH n=9, controls n=7) using a surgical loop (Braun

Medical Inc., Bethlehem, USA) (animal ethics approval EMC 3158, 109-13-09).
Human and animal EDTA-plasma samples

At the time of diagnosis (baseline), peripheral venous blood sampling was performed during
diagnostic right heart catheterization for PAH patients, while blood sampling was
performed at the time of visit for healthy volunteers. Blood sampling was also performed
in PAH patients 6 months (+3 months, n=32) and 1 year (£3 months, n=28) after PAH
therapy. For animal models of PH, blood sampling was performed before sacrifice. All blood
samples were prepared as EDTA-plasma samples, and then stored in aliquots at -80°C. All

samples were thawed only once at the time of use.

163



Chapter 6

In vitro study of cultured human primary lung cells

The effects of cytokines and hypoxia on KP metabolism were studied in 3 different types of
human primary lung cells from healthy donors: microvascular endothelial cells (MVECs, CC-
2527, Lonza) from 2 donors, pulmonary artery smooth muscle cells (PASMCs, CC-2581,
Lonza) from 2 donors, and lung fibroblast including human lung fibroblasts (CC-2512, Lonza)
from 1 donor, and one MRC-5 lung fibroblast cell line (ATCC®CCL-171™). All cells were
cultured in the corresponding medium kits. The passage of MVECs, PASMCs, and fibroblasts
used in the final experiments were P8, P8, and P7, respectively. Hypoxia with 1% oxygen
was achieved in a standard incubator with variable oxygen control (Thermo Fisher
Scientific). The concentration of human recombinant cytokines (R&D systems) in the
medium was 20 ng/mL for TNF-a (210-TA-020/CF), IL-6 (7270-1L-025/CF), IL-6/IL-6Ra. (8954-
SR/CF) and TGF-B1 (7754-BH-005/CF). MVECs were exposed to hypoxia or cytokines in basal
medium with 0.5% FBS for 24 hours prior to collection of medium. PASMCs and fibroblasts
were starved with serum-free medium for 24 hours and then exposed to hypoxia or
cytokines in serum-free medium for 24 hours before collection of medium. The medium
was centrifuged at 2,000 g for 20 minutes at 4 °C and the clear supernatant was collected

and stored in aliquots at -80°C. All samples were thawed only once at the time of use.
Measurement of KP metabolites

An in-house developed assay by ultra-performance liquid chromatography-tandem mass
spectrometry (UPLC-MS/MS) was used to determine the KP metabolite levels. Briefly, 10 pL
sample was mixed with 10 uL isotopically labeled internal standard, including deuterated
Trp, Kyn, 3-HK, 3-HA, QA, KA, and AA (Buchem BV, Apeldoorn, The Netherlands), followed
by protein precipitation with 80 uL acetonitrile for 10 minutes. The supernatant was
collected after centrifugation (20,000 g for 10 minutes) and then dried under a stream of
nitrogen at 30°C. The residue was reconstituted in 40 pL Milli-Q water with 0.2 % (v/v)
formic acid. 10 pL reconstituted sample was resolved on an Acquity HSS T3 UPLC column
(2.1x100 mm, 1.8 um; Waters, Etten-Leur, The Netherlands) using a gradient of acetonitrile
in UP water (each with 0.2 % (v/v) formic acid) delivered with a binary UPLC pump at 0.2
ml/min (Nexera X2, Shimadzu). Metabolites were detected using manually optimized MS

parameters in timed multiple reaction monitoring mode on a Sciex 6500+ QTRAP fitted with
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a turbospray ESI source, and quantified to an 8-point standard curves using the area ratio
of KP metabolites and internal standards. The accuracy for each metabolite was around 80%

to 120% with the inclusion of quality control samples in each experiment.
Statistical analysis

Normality of continuous data was evaluated by Kolmogorov-Smirnov tests. Continuous
variables are presented as mean + standard deviation (SD) or median [interquartile range
(IQRY)], categoric variables as numbers (percentages). Unpaired t-test or Mann-Whitney test
were used to compare differences in continuous variables (e.g. metabolite levels) between
2 groups (e.g. human PAH vs controls). Wilcoxon matched-pairs signed rank test was used
to compare differences in KP metabolites between two time points (baseline vs 6 months,
and baseline vs 1 year) in PAH patients. Chi-square test was used to compare the difference
in categoric variables (e.g. sex, NYHA) between 2 groups (e.g. survivors vs non-survivors).
Spearman correlation coefficients were used to determine correlations between different
KP metabolites, and correlations between KP metabolites and baseline characteristics.
Logistic regression was conducted to determine whether KP metabolites were independent
predictors that distinguishing PAH patients from healthy controls. Comparisons of survival
between groups were performed using the Kaplan-Meier estimator with Breslow-Wilcoxon
test and log-rank test. Univariable Cox proportional hazard regression were used to assess
associations between KP metabolite levels and mortality in PAH patients. Statistical
analyses were performed using IBM SPSS software (version 21.0.0.1) and figures were made
using GraphPad Prism (version 8.0.2). A two-sided P value < 0.1 was considered as a trend

toward statistical significance, and < 0.05 was considered statistically significant.

Results

Characteristics of the study population

Baseline characteristics of treatment-naive PAH patients at the time of diagnosis and
healthy controls are summarized in Table 1. During a median follow-up of 42 (IQR: 32-58)
months, twelve PAH patients (Non-survivors) reached a primary endpoint. Seven of them
reached the endpoint within six months after diagnosis. Non-survivors were older, had

higher heart rate and shorter 6-minute walking distance than survivors (Table 1).
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KP metabolite profile in PAH and partly normalizes with PAH therapy

At the time of diagnosis with treatment-naive status (Baseline), Trp was significantly lower
in PAH patients compared to controls, while Kyn, 3-HK, QA, KA and AA were significantly
higher in PAH patients (P all <0.05, Figure 1). No significant difference in 3-HA was found
(Figure 2). In addition, KP metabolite profiles in two rat models and one porcine model of
PH were different from each other and from human PAH (Figure 2), indicating an activation

of KP metabolism in human PAH but not in these animal models.
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Figure 1. Plasma levels of KP metabolites in healthy controls and PAH patients during
follow-up. A. the scheme of de novo NAD* synthesis. B. Tryptophan was significantly lower
in PAH patients than in controls at baseline and after therapy. C & G. Kynurenine and
anthranilic acid were significantly higher in PAH patients than in controls at baseline and 6
months after therapy, moreover, there was an effect of treatment on decreasing levels of
Kyn in PAH patients. D & E. 3-hydroxykynurenine and quinolinic acid were significantly
higher in PAH patients than in controls at baseline and after therapy. F. Kynurenic acid was
only higher in PAH patients than in controls at baseline. Data were presented as median
and interquartile range. * P<0.05, ***P<0.001, Mann-Whitney Test. Trp: tryptophan, Kyn:
kynurenine, 3-HK: 3-hydroxykynurenine, 3-HA: 3-hydroxykynurenic acid, QA: quinolinic acid,
NAD: nicotinamide adenine dinucleotide, KA: kynurenic acid, AA: anthranilic acid, BL:
baseline, Mos: months, Yr: year.
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Figure 2. KP metabolite profile in human PAH and three animal models of PH. KP
metabolite profiles in: A. human PAH at baseline (n=43 vs n=111 in the controls), B. MCT-
induced PH in rats (n=6 vs n=5 in the controls), C. SuHx-induced PH in rats (n=10 vs n=5in
the controls), and D. PVB-induced PH in swine (n=9 vs n=7 in the controls). Their profiles
are different from each other, indicating the different metabolic status between animal
models and human PAH. Data were presented as median (IQR), fold change from control. *
P<0.05, **P<0.01, ***P<0.001, Mann-Whitney Test. MCT: monocrotaline, SuHx: Sugen plus
hypoxia, PVB: pulmonary vein banding.

Binary logistic regression analyses showed that KP metabolites significantly distinguished
treatment-naive PAH patients from controls, for each 1 nM increase in Kyn, 3-HK, QA, KA,
or AA, the odds of PAH increased 1.003 to 1.924 times, and for each 1 uM decrease in Trp,
the odds of PAH increased 1.047 times (P all <0.01). Similar results were obtained when age,
sex, and body mass index were included in the model (Table 2). Moreover, manual stepwise
logistic regression analyses showed that the whole panel of altered metabolites in the
model resulted in a better prediction than only one metabolite (significant increase in Chi-

square of the model (Table 2)).
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Table 2. Prediction of PAH with each 1 nM increase in KP metabolites by binary logistic
regression.

Odds Ratio [95% ClI] P value Chi-Square P value
Univariable
Trp* 1.047 [1.024-1.070] <0.001 21.083 <0.001
Kyn 1.003 [1.002-1.004] <0.001 39.370 <0.001
3-HK 1.097 [1.051-1.144] <0.001 38.390 <0.001
QA 1.053 [1.032-1.075] <0.001 56.114 <0.001
KA 1.076 [1.023-1.132] 0.005 8.842 0.003
AA 1.924 [1.453-2.550] <0.001 40.132 <0.001
Whole panel 92.492 <0.001

Adjusted for age, sex and body mass index

Trp* 1.036 [1.011-1.060] <0.001 35.551 <0.001
Kyn 1.003 [1.002-1.005] <0.001 57.983 <0.001
3-HK 1.089 [1.043-1.137] <0.001 53.224 <0.001
QA 1.047 [1.026-1.069] <0.001 63.944 <0.001
KA 1.090 [1.029-1.155] 0.003 35.368 <0.001
AA 1.870 [1.398-2.502] <0.001 54.705 <0.001
Whole panel 93.187 <0.001

*Each 1 uM decrease for Trp. Trp: Tryptophan, Kyn: Kynurenine, 3-HK: 3-Hydroxy-
kynurenine, QA: Quinolinic acid, KA: Kynurenic acid, AA: Anthranilic acid.

Significant correlations of several KP metabolite levels with baseline characteristics (age,
sex, BMI) were observed in both healthy controls and PAH patients. Additionally, in PAH
patients, correlations with systolic blood pressure, heart rate, renal function and
inflammation were found. Importantly, all individual metabolites correlated with one or
more indices of PAH severity, including pulmonary vascular resistance, cardiac index, NYHA

class and 6MWD (P all < 0.05, Figure 3).
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Figure 3. Correlations of KP metabolite levels with baseline characteristics. A. In healthy
controls, KA was associated with age, Trp and Kyn were associated with Sex, Kyn was
associated with BMI. B. In PAH patients, Kyn and QA were associated with age, Trp was
associated with Sex, 3-HK and 3-HA were associated with sBP, 3-HK was associated with HR.
C. In PAH patients, Kyn, 3-HK, 3-HA, and KA were positively associated with PVR, Kyn, 3-HK,
QA, KA, and AA were positively associated with NYHA, while Kyn was reversely associated
with CO, Cl and 6MWD, QA was reversely associated with Cl, KA was reversely associated
with CO and Cl. Data were presented as rainbow heat map for Spearman coefficients,
*P<0.05, tP<0.01, 1P<0.001, §P=0.05, Spearman's Rank correlation coefficient. Sex:
female=0, male=1; PAH: pulmonary arterial hypertension, Trp: tryptophan, Kyn: kynurenine,
3-HK: 3-hydroxykynurenine, 3-HA: 3-hydroxykynurenic acid, QA: quinolinic acid, KA:
kynurenic acid, AA: anthranilic acid,sBP: systolic blood pressure, HR: heart rate, BMI: body
mass index, mPAP: mean pulmonary arterial pressure, PAWP: pulmonary arterial wedge
pressure, PVR: pulmonary vascular resistance, CO: cardiac output, Cl: cardiac index, 6MWD:
6-minute walking distance, NYHA: New York Heart Association classification, eGFR:
estimated glomerular filtration rate, hs-CRP: high-sensitivity C-reactive protein.

After six months of PAH therapy, Trp was still significantly lower in PAH patients compared
to controls, while Kyn, 3-HK, QA, and AA were still significantly higher in PAH patients (P all
< 0.05, Figure 1). No significant differences in 3-HA (data not shown) and KA were found
between PAH patients and controls. After one year of PAH therapy, Trp was still significantly
lower in PAH patients than in controls, while 3-HK and QA were still significantly higher in
PAH patients (P all < 0.05, Figure 1). No significant difference in Kyn, 3-HA (data not shown),
KA and AA were found between PAH patients and controls (Figure 1). Similar results were

obtained when using age-sex matched controls.

Significant correlations between different KP metabolites were seen in healthy controls and
PAH patients. In healthy controls, KP metabolites correlated with each other (r from 0.191

to 0.655, P all <0.05), with one exception (lack of correlation between Trp and QA). In PAH
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patients, Trp was not correlated with any other metabolite, while other metabolites
correlated with each other at baseline (r from 0.492 to 0.780, P all <0.05) and after PAH

therapy for six months and one year (Figure 4).

Seven out of twelve non-survivors reached the primary endpoint within half a year after
diagnosis precluding repeated measurement of KP metabolites. Hence, the effect of PAH
therapy on KP metabolism was only evaluated in survivors on therapy. Wilcoxon matched-
pairs signed rank test showed that Kyn, 3-HK, QA, KA, and AA were significantly decreased
after one year but not six months of PAH therapy, indicating that only long-term PAH

therapy partly normalized KP metabolite levels (P all <0.05, Figure 5).
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Figure 4. Correlations between KP metabolites in healthy controls and PAH patients. A.
KP metabolites correlated with each other in healthy controls except for Trp and QA. B. At
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baseline, Trp lost its correlations with other metabolites, while other metabolites still
correlated with each other in PAH patients. Such correlations were generally maintained
after PAH therapy for six months (C) and one year (D). Data were presented as rainbow heat
map for Spearman coefficients, *p<0.05, tP<0.01, $P<0.001, Spearman's Rank correlation
coefficient. Trp: tryptophan, Kyn: kynurenine, 3-HK: 3-hydroxykynurenine, 3-HA: 3-
hydroxykynurenic acid, QA: quinolinic acid, KA: kynurenic acid, AA: anthranilic acid.
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Figure 5. Effects of PAH therapy on KP metabolite levels in PAH patients. A. There is no change
in tryptophan before and after PAH therapy. B. kynurenine (median -0.23 [IQR: -0.44 to -
0.06] uM, P=0.005), C. 3-hydroxykynurenine (-5.22 [-13.82 to -0.57] nM, P<0.001), D. quinolinic
acid (-21.18 [-31.44 to 2.27] nM, P=0.013), E. kynurenic acid (-3.05 [-6.78 to 0.92] nM, P=0.007),
and F. anthranilic acid (-1.94 [-3.46 to 0.63] nM, P=0.027) were significantly decreased in
survivors after one year but not six months of PAH therapy. Data were presented as
individual dots, dash-lines indicate the median of baseline KP metabolite levels in all PAH
patients. *P<0.05, **P<0.01, ***P<0.001, Wilcoxon matched-pairs signed rank test.
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KP metabolites predict survival

Comparison of baseline KP metabolite levels between survivors and non-survivors, showed
that Kyn was significantly higher in non-survivors versus survivors (Figure 6). Furthermore,
when using the latest measurement, Kyn, 3-HK, QA, KA, and AA were all significantly higher

in non-survivors compared with survivors (P all <0.05, Figure 6).
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Figure 6. Differences of KP metabolite levels in survivors and non-survivors of PAH patients.
With baseline measurement, B. kynurenine was significantly higher in non-survivors when
compared to survivors (median 1.6 [IQR: 1.3-2.2] vs 1.2 [0.9-1.6] uM, P=0.024). With latest
measurement after PAH therapy, B. kynurenine (1.8 [1.4-2.3] vs 1.0 [0.7-1.5] uM, P<0.001),
C. 3-hydroxykynurenine (50.9 [19.1-94.6] vs 17.2 [13.1-26.5] nM, P=0.007), D. quinolinic acid
(126.1[80.4-221.7] vs 58.6 [43.4-112.9] nM, P=0.004), and E. kynurenic acid (15.4 [10.4-26.6]
vs 9.4 [6.4-14.1] nM, P=0.032), and F. anthranilic acid (median 6.0 [4.5-10.7] vs 3.3 [1.5-6.8]
nM, P=0.039) were all significantly higher in non-survivors when compared to survivors.
Data were presented as individual dots with median (IQR), dash-lines indicate the median
of baseline levels in all PAH patients. *P<0.05, **P<0.01, ***P<0.001, Mann-Whitney Test.
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Figure 7. Survival analyses in PAH patients with baseline measurement. PAH patients were
stratified into two groups according to the median of baseline KP metabolite levels. PAH
patients with high levels of kynurenine (>1.328 uM, B), 3-hydroxykynurenine (>22.71 nM,
C), and quinolinic acid (>75.23, D) had worse early survival than patients with low levels
(Breslow Test, P all <0.05), while there was no difference in early survivals between patients
with low and high levels of tryptophan (A), or kynurenic acid (E), or anthranilic acid (F). Only
PAH patients with high levels of kynurenine (B) had worse long-term survival than patients
with low levels (Log-rank Test, P = 0.022) with increased hazard ratio of 4.173 (95% Cl: 1.114
to 15.628, P=0.034).
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Survival analysis, with stratification based on the median level of KP metabolites at baseline,
showed that high levels of Kyn, 3-HK and QA predicted worse early survival (Breslow, P all
< 0.05), while high Kyn levels also predicted worse long-term survival (Log-rank, P=0.022,
Figure 7) with a hazard ratio of 4.173 (95% Cl: 1.114 to 15.628, P=0.034). However, there
was no difference in survivals between patients with low and high levels of Trp, KA, or AA
(Figure 7). When considering KP metabolites as continuous variables, each 1nM increase in
Kyn, 3-HK, or QA was associated with an increased hazard ratio of death (Table 3).

Table 3. Univariable Cox proportional hazard analyses for death by 1nM increase in KP
metabolite levels in PAH patients

Baseline Measurement Latest Measurement

Univariable  Hazard ratio [95% Cl] P value Hazard ratio [95% CI] P value

Kyn 1.001 [1.000-1.002] 0.012 1.001 [1.000-1.002] 0.001
3-HK 1.020 [1.009-1.030] <0.001 1.021 [1.010-1.032] <0.001
QA 1.006 [1.002-1.010] 0.001 1.007 [1.003-1.011] 0.001
KA 1.045 [0.996-1.096] 0.074 1.054 [1.007-1.104] 0.025

Kyn: Kynurenine, 3-HK: 3-Hydroxykynurenine, QA: Quinolinic acid, KA: Kynurenic acid.

Since survivors had lower levels of KP metabolites at the latest measurement timepoint,
potentially reflecting a better treatment response, survival curves were compared based
on the latest available measurement. High levels of Kyn, 3-HK, QA or KA predicted worse
early survival (Breslow, P all < 0.01), and also worse long-term survival (Log-rank, P all < 0.05,
Figure 8) with hazard ratios of 9.944 (95% Cl: 2.162 to 45.732, P=0.003), 5.986 (95% Cl:
1.605 to 22.316, P=0.008), 6.749 (95% Cl: 1.472 to 30.935, P=0.014), or 3.207 (95% CI: 1.013
to 10.154, P=0.048), respectively. In addition, patients with high levels of AA had worse
early survival (Breslow, P=0.028, Figure 8). When considering KP metabolites as continuous
variables, for each 1nM increase in Kyn, 3-HK, QA, or KA was associated with an increased

hazard ratio of death (Table 3).

These results indicate that elevations in KP metabolites are potential predictors of survival

for PAH patients. Among KP metabolites, Kyn is the strongest prognostic biomarker.
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Figure 8. Survival analyses in PAH patients with latest measurement. PAH patients were
stratified into two groups according to the median of baseline KP metabolite levels. With
latest measurement, there was no difference in survival between patients with high and
low levels of tryptophan (A). When compared to patients with low levels, PAH patients with
high levels of kynurenine (>1.328 uM, B), 3-hydroxykynurenine (>22.71 nM, C), quinolinic
acid (>75.23 nM, D), or kynurenic acid (>12.92 nM, E) had worse early survival (Breslow Test,
P all <0.01) as well as worse long-term survival (Log-rank Test, P all <0.05) with hazard ratios
of 9.944 (95% Cl: 2.162 to 45.732, P=0.003), 5.986 (95% Cl: 1.605 to 22.316, P=0.008), 6.749
(95% Cl:1.472 t0 30.935, P=0.014), or 3.207 (95% Cl: 1.013 to 10.154, P=0.048), respectively.
Patients with high levels of anthranilic acid (>4.944 nM, F) also had worse early survival than
patients with low levels.
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IL-6/1L-6Ra. contributed to the abnormal KP metabolite profile in vitro

Since KP metabolism was reported in relation with inflammation and immune dysregulation,
we investigated whether hypoxia and cytokines could induce a KP metabolite profile similar
to that observed in PAH patients in MVECs, PASMCs and fibroblasts. Stimulation with IL-
6/IL-6Ra. complex induced KP activation and mimicked the KP metabolite profile observed
in PAH patients in all cell types with lower Trp, higher Kyn, 3-HK, QA, KA, AA, and unchanged
3-HA (Figure 9), while stimulation with IL-6 alone failed to induce a similar profile (Figure
10). Moreover, other cytokines (TNF-a. and TGF-B1) and hypoxia also failed to induce a KP

profile similar to that seen in PAH patients (Figure 10).
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Figure 9. IL-6/IL-6Ra. stimulation in vitro mimicked the KP metabolite profile that seen in
PAH patients. Stimulation with IL-6/IL-6Ra in human lung MVECs (n=6, 2 donors, a),
PASMCs (n=6, 2 donors, b), and lung fibroblasts (n=6, 2 donors, c) for 24 hours in vitro
induced the activation of KP metabolism that seen in PAH patients with lower Trp, higher
Kyn, 3-HK, QA, KA, AA, and unchanged 3-HA. Data were presented as mean+SEM, fold
change to control, *P<0.05, **P<0.01, ***P<0.001, Student T Test.

Discussion

The present study demonstrated that KP metabolism was activated in treatment-naive PAH
patients. Importantly, PAH therapy normalized KP metabolite levels in survivors. KP
metabolites correlated with PAH severity at baseline and predicted mortality of PAH
patients, particularly when using the latest measurement timepoint. These results suggest
that KP metabolites are potential biomarkers of response to PAH therapy and survival in
PAH. Subsequent in vitro studies demonstrated that stimulation of cultured MVECs,
PASMCs, and fibroblasts with IL-6/IL-6Ra. mimicked the KP metabolite profile in PAH

patients and therefore may contribute to KP activation in PAH patients.
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Figure 10. Effects of cytokines and hypoxia on KP metabolite profile in vitro. Stimulation
with IL-6 (A-C), TNF-a (D-F), TGF-B1 (G-l), or Hypoxia (J-L) for 24 hours in human lung MVECs,
PASMCs, or lung fibroblasts in vitro resulted in different KP metabolite profiles. Data were
presented as mean+SEM, fold change to control, *P<0.05, **P<0.01, ***P<0.001, Student
T Test. MVECs: microvascular endothelial cells, PASMCs: pulmonary artery smooth muscle
cells, IL-6: interleukin-6, TNF-o.: tumor necrosis factor o, TGF-f1: transforming growth
factor beta-1, Trp: tryptophan, Kyn: kynurenine, 3-HK: 3-hydroxy-kynurenine, 3-HA: 3-
hydroxykynurenic acid, QA: quinolinic acid, KA: kynurenic acid, AA: anthranilic acid.

KP metabolism is associated with response to PAH therapy and survival

This study is the first to measure the complete KP metabolite profile in treatment naive PAH
patients and to repeat this measurement after six months and one year of PAH therapy.

The results showed that PAH therapy normalizes levels of KP metabolites in survivors after
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one year, which explains why other PAH cohorts, with patients already undergoing PAH
therapy, showed unchanged 3-HK, KA, and AA as compared to controls. 13 This suggests

that PAH patients in these cohorts responded to PAH therapy.

Our results further demonstrated that KP metabolites reflect disease severity in PAH
patients, with higher levels of KP metabolites correlating with higher pulmonary vascular
resistance, reduced cardiac index, shorter 6-minute walking distance and/or worse NYHA
class. Importantly, survival analysis showed that high levels of KP metabolites (Kyn, 3-HK,
QA, 3-HA, and KA) were strongly associated with worse mortality. These results are in
accordance with recent studies showing that higher levels of Kyn, 3-HK, and QA correlated
with worse functional capacity and mortality in patients with heart failure. 2> 2 Altogether,
our data suggest that the KP metabolite profile can be used as prognostic biomarkers for

PAH patients.
Potential mechanisms underlying the altered KP metabolism

Immune dysregulation, Inflammation and hypoxia are important factors that contribute to
the development and progression of PAH. # KP metabolites correlated with high-sensitivity
C-reactive protein, a biomarker of inflammation and predictor of outcome in PAH. 2* Since
inflammation can decrease eGFR, % the association between KP metabolites and eGFR may
also represent a common consequence of inflammation. Furthermore, the reduction in
inflammation in PAH patients with PAH therapy 2* may underlie the partial normalization of

KP metabolites levels with therapy.

Our in vitro study, showing that activation of IL-6/IL-6Ra. signaling induces activation of the
KP in MVECs, PASMCs and fibroblasts, provides further evidence for a causal relation
between inflammation and modulation of KP metabolism in PAH patients. It has been
demonstrated that PASMCs are the source of increased IL-6 in PAH, 26 and that IL-6/IL-6Ra.
plays a prominent role in pulmonary vascular remodeling, while an IL-6R antagonist
reversed PH in rat models of both MCT and SuHx. 27 Although the KP metabolite profiles
differed markedly between the SuHx rat model and human PAH, this difference may in part
be explained by the reduction in Kyn levels in the different lung cell types in response to

hypoxia. Nevertheless, treatment with tocilizumab, an IL-6R antagonist tested in the
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TRANSFORM-UK phase-ll trial, 2 did not show significant clinical improvement in PAH
patients 2° in spite of one case-report showing that tocilizumab improved symptoms in a
patient with PAH associated with Castleman’s disease. ¥ It is possible that a failure to
normalize the KP metabolism might explain the neutral results in the TRANSFORM-UK trial.
It would be interesting to measure the KP metabolites prior to initiation and post treatment
with tocilizumab to identify potential subgroups that might respond to tocilizumab and to

further test a causal role of IL-6/IL-6Rat in inducing KP activation.
Can KP activation contribute to progression of PAH?

Although the KP is best known for its role in inflammation, &7 its metabolites have a wide
variety of other functions. Thus, Kyn is a vasodilator activating production cAMP and cGMP/
soluble guanylyl cyclase in the systemic, coronary, as well as pulmonary circulation. %3132
Moreover, acute administration of exogenous Kyn reduced right ventricular systolic
pressure in rodent models of PH. 2 If vasodilation induced by endogenous Kyn would be
important in PAH, higher levels of Kyn should be associated with lower systemic blood
pressure and/or lower pulmonary artery pressure. However, although PAH patients had
higher levels of Kyn, Kyn correlated with higher PVR with no association with lower systemic
or pulmonary artery pressure, and higher levels of Kyn correlated with higher pulmonary
artery pressure in previous studies. ' 12 Therefore, a potential detrimental effect of KP
activation that explains its association with worse prognosis in PAH may be mediated

through another KP metabolite.

NAD*, the end product of KP metabolism, plays an essential role in regulation of
mitochondrial function and has been implicated in aging/longevity. 3 Several studies have
suggested that NAD* depletion is an important contributor to the pathogenesis of age-
related diseases and cardiovascular diseases, & 3*3° and raising NAD* levels has been
proposed as a promising therapeutic strategy for diseases such as obesity, renal diseases
and heart failure > 3538 by improving mitochondrial function, and prolonging survival of
injured cells or apoptotic cells. >3% % In contrast, PAH is a disease in which mitochondrial
remodeling is associated with excessive survival and proliferation of pulmonary vascular
cells % Thus, PAH seems to be associated with NAD* abundancy that may contribute to

pulmonary vascular remodeling. Indeed, nicotinamide phosphoribosyl-transferase
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(NAMPT), the rate-limiting enzyme responsible for NAD* synthesis via the salvage pathway,
was increased in the circulation and lung of advanced PAH patients, and NAMPT inhibition
has shown therapeutic effects in rodent models of PH by reversing pulmonary vascular
remodeling. ° In the present study, higher levels of KP metabolites also suggest an activation
of de novo NAD* synthesis in PAH patients. Altogether, available data suggest that KP
activation might contribute to pulmonary vascular remodeling of PAH via de novo NAD*
synthesis, future studies should investigate whether inhibition of de novo NAD* synthesis

may provide a novel therapeutic target for PAH.

Conclusion

KP activation with increased levels of circulating KP metabolites predict disease severity,
response to PAH therapy, and survival in PAH patients. In vitro cell studies showed that IL-
6/IL-6Ra. induced a KP metabolite profile similar to that observed in PAH patients,
suggesting that activated IL-6/IL-6Ra. signaling contributes to KP activation in PAH patients.
KP activation might contribute to pulmonary vascular remodeling via the de novo NAD*
synthesis, further research should evaluate the therapeutic potential of inhibition of KP

metabolism as an adjuvant treatment strategy for PAH patients.

Acknowledgements

This work was supported by the China Scholarship Council (201606230252) as well as the
Netherlands CardioVascular Research Initiative: an initiative with support of the Dutch
Heart Foundation (CVON2014-11, RECONNECT), and German Center for Cardiovascular
Research (DZHK8120600207). Instrumentation support was received from AB Sciex, Itd. for

LC-MS/MS analyses performed in this study.

182



Kynurenine Metabolites Predict Survival in PAH

References

1. Simonneau G, Montani D, Celermajer DS, Denton CP, Gatzoulis MA, Krowka M,
Williams PG and Souza R. Haemodynamic definitions and updated clinical classification of
pulmonary hypertension. Eur Respir J. 2019;53.

2. Chan SY and Rubin LJ. Metabolic dysfunction in pulmonary hypertension: from
basic science to clinical practice. Eur Respir Rev. 2017;26.

3. Sutendra G and Michelakis ED. The metabolic basis of pulmonary arterial
hypertension. Cell Metab. 2014;19:558-73.

4, Humbert M, Guignabert C, Bonnet S, Dorfmuller P, Klinger JR, Nicolls MR,
Olschewski AJ, Pullamsetti SS, Schermuly RT, Stenmark KR and Rabinovitch M. Pathology
and pathobiology of pulmonary hypertension: state of the art and research perspectives.
Eur Respir J. 2019;53.

5. Katsyuba E, Mottis A, Zietak M, De Franco F, van der Velpen V, Gariani K, Ryu D,
Cialabrini L, Matilainen O, Liscio P, Giacche N, Stokar-Regenscheit N, Legouis D, de Seigneux
S, Ivanisevic J, Raffaelli N, Schoonjans K, Pellicciari R and Auwerx J. De novo NAD(+) synthesis
enhances mitochondrial function and improves health. Nature. 2018;563:354-359.

6. Minhas PS, Liu L, Moon PK, Joshi AU, Dove C, Mhatre S, Contrepois K, Wang Q, Lee
BA, Coronado M, Bernstein D, Snyder MP, Migaud M, Majeti R, Mochly-Rosen D, Rabinowitz
JD and Andreasson KI. Macrophage de novo NAD(+) synthesis specifies immune function in
aging and inflammation. Nat Immunol. 2019;20:50-63.

7. Cervenka |, Agudelo LZ and Ruas JL. Kynurenines: Tryptophan's metabolites in
exercise, inflammation, and mental health. Science. 2017;357.

8. Verdin E. NAD(+) in aging, metabolism, and neurodegeneration. Science.
2015;350:1208-13.

9. Chen J, Sysol JR, Singla S, Zhao S, Yamamura A, Valdez-Jasso D, Abbasi T, Shioura
KM, Sahni S, Reddy V, Sridhar A, Gao H, Torres J, Camp SM, Tang H, Ye SQ, Comhair S, Dweik
R, Hassoun P, Yuan JX, Garcia JGN and Machado RF. Nicotinamide
Phosphoribosyltransferase Promotes Pulmonary Vascular Remodeling and Is a Therapeutic
Target in Pulmonary Arterial Hypertension. Circulation. 2017;135:1532-1546.

10. Cai Z, van der Ley C, van Faassen M, Kema |, Duncker DJ and Merkus D. Activation
of de novo NAD synthesis in the lung of pulmonary hypertension. European Respiratory
Journal. 2019;2019; 54: Suppl. 63, PA1419.

11. Lewis GD, Ngo D, Hemnes AR, Farrell L, Domos C, Pappagianopoulos PP, Dhakal BP,
Souza A, Shi X, Pugh ME, Beloiartsev A, Sinha S, Clish CB and Gerszten RE. Metabolic Profiling
of Right Ventricular-Pulmonary Vascular Function Reveals Circulating Biomarkers of
Pulmonary Hypertension. J Am Coll Cardiol. 2016;67:174-189.

12. Nagy BM, Nagaraj C, Meinitzer A, Sharma N, Papp R, Foris V, Ghanim B,
Kwapiszewska G, Kovacs G, Klepetko W, Pieber TR, Mangge H, Olschewski H and Olschewski

183



Chapter 6

A. Importance of kynurenine in pulmonary hypertension. AmJ Physiol Lung Cell Mol Physiol.
2017;313:L741-L751.

13. Jasiewicz M, Moniuszko M, Pawlak D, Knapp M, Rusak M, Kazimierczyk R, Musial
WJ, Dabrowska M and Kaminski KA. Activity of the kynurenine pathway and its interplay
with immunity in patients with pulmonary arterial hypertension. Heart. 2016;102:230-7.
14. Galie N, Hoeper MM, Humbert M, Torbicki A, Vachiery JL, Barbera JA, Beghetti M,
Corris P, Gaine S, Gibbs JS, Gomez-Sanchez MA, Jondeau G, Klepetko W, Opitz C, Peacock A,
Rubin L, Zellweger M, Simonneau G and Guidelines ESCCfP. Guidelines for the diagnosis and
treatment of pulmonary hypertension: the Task Force for the Diagnosis and Treatment of
Pulmonary Hypertension of the European Society of Cardiology (ESC) and the European
Respiratory Society (ERS), endorsed by the International Society of Heart and Lung
Transplantation (ISHLT). European heart journal. 2009;30:2493-537.

15. Hoeper MM, Bogaard HJ, Condliffe R, Frantz R, Khanna D, Kurzyna M, Langleben D,
Manes A, Satoh T, Torres F, Wilkins MR and Badesch DB. Definitions and diagnosis of
pulmonary hypertension. J Am Coll Cardiol. 2013;62:D42-50.

16. Galie N, Humbert M, Vachiery JL, Gibbs S, Lang |, Torbicki A, Simonneau G, Peacock
A, Vonk Noordegraaf A, Beghetti M, Ghofrani A, Gomez Sanchez MA, Hansmann G, Klepetko
W, Lancellotti P, Matucci M, McDonagh T, Pierard LA, Trindade PT, Zompatori M, Hoeper M
and Group ESCSD. 2015 ESC/ERS Guidelines for the diagnosis and treatment of pulmonary
hypertension: The Joint Task Force for the Diagnosis and Treatment of Pulmonary
Hypertension of the European Society of Cardiology (ESC) and the European Respiratory
Society (ERS): Endorsed by: Association for European Paediatric and Congenital Cardiology
(AEPC), International Society for Heart and Lung Transplantation (ISHLT). Eur Heart J.
2016;37:67-119.

17. Geenen LW, Baggen VIM, Koudstaal T, Boomars KA, Eindhoven JA, Boersma E,
Roos-Hesselink JW and van den Bosch AE. The prognostic value of various biomarkers in
adults with pulmonary hypertension; a multi-biomarker approach. Am Heart J.
2019;208:91-99.

18. Menting ME, McGhie JS, Koopman LP, Vletter WB, Helbing WA, van den Bosch AE
and Roos-Hesselink JW. Normal myocardial strain values using 2D speckle tracking
echocardiography in healthy adults aged 20 to 72 years. Echocardiography. 2016;33:1665-
1675.

19. Tu L, Desroches-Castan A, Mallet C, Guyon L, Cumont A, Phan C, Robert F, Thuillet
R, Bordenave J, Sekine A, Huertas A, Ritvos O, Savale L, Feige JJ, Humbert M, Bailly S and
Guignabert C. Selective BMP-9 Inhibition Partially Protects Against Experimental Pulmonary
Hypertension. Circ Res. 2019;124:846-855.

20. Cai Z, van Duin RWB, Stam K, Uitterdijk A, van der Velden J, Vonk Noordegraaf A,
Duncker DJ and Merkus D. Right ventricular oxygen delivery as a determinant of right
ventricular functional reserve during exercise in juvenile swine with chronic pulmonary
hypertension. Am J Physiol Heart Circ Physiol. 2019;317:H840-H850.

184



Kynurenine Metabolites Predict Survival in PAH

21. van Duin RWB, Stam K, Cai Z, Uitterdijk A, Garcia-Alvarez A, Ibanez B, Danser AHJ,
Reiss IKM, Duncker DJ and Merkus D. Transition from post-capillary pulmonary
hypertension to combined pre- and post-capillary pulmonary hypertension in swine: a key
role for endothelin. J Physiol. 2019;597:1157-1173.

22. Lund A, Nordrehaug JE, Slettom G, Hafstad Solvang SE, Ringdal Pedersen EK,
Midttun O, Ulvik A, Ueland PM, Nygard O and Melvaer Giil L. Plasma kynurenines and
prognosis in patients with heart failure. PLoS One. 2020;15:e0227365.

23. Konishi M, Ebner N, Springer J, Schefold JC, Doehner W, Dschietzig TB, Anker SD
and von Haehling S. Impact of Plasma Kynurenine Level on Functional Capacity and
Outcome in Heart Failure- Results From Studies Investigating Co-morbidities Aggravating
Heart Failure (SICA-HF). Circ J. 2016;81:52-61.

24, Quarck R, Nawrot T, Meyns B and Delcroix M. C-reactive protein: a new predictor
of adverse outcome in pulmonary arterial hypertension. J Am Coll Cardiol. 2009;53:1211-8.
25. Mihai S, Codrici E, Popescu ID, Enciu AM, Albulescu L, Necula LG, Mambet C, Anton
G and Tanase C. Inflammation-Related Mechanisms in Chronic Kidney Disease Prediction,
Progression, and Outcome. J Immunol Res. 2018;2018:2180373.

26. Simpson CE, Chen JY, Damico RL, Hassoun PM, Martin LJ, Yang J, Nies M, Griffiths
M, Vaidya RD, Brandal S, Pauciulo MW, Lutz KA, Coleman AW, Austin ED, lvy DD, Nichols
WC and Everett AD. Cellular sources of IL-6 and associations with clinical phenotypes and
outcomes in PAH. Eur Respir J. 2020.

27. TamuraY, Phan C, Tu L, Le Hiress M, Thuillet R, Jutant EM, Fadel E, Savale L, Huertas
A, Humbert M and Guignabert C. Ectopic upregulation of membrane-bound IL6R drives
vascular remodeling in pulmonary arterial hypertension. J Clin Invest. 2018;128:1956-1970.
28. Hernandez-Sanchez J, Harlow L, Church C, Gaine S, Knightbridge E, Bunclark K, Gor
D, Bedding A, Morrell N, Corris P and Toshner M. Clinical trial protocol for TRANSFORM-UK:
A therapeutic open-label study of tocilizumab in the treatment of pulmonary arterial
hypertension. Pulm Circ. 2018;8:2045893217735820.

29. Toshner M, Church C, Morrell N and Corris P. Report: A phase Il study of
tocilizumab in group 1 pulmonary arterial hypertension. 2018;17 July.
30. Arita Y, Sakata Y, Sudo T, Maeda T, Matsuoka K, Tamai K, Higuchi K, Shioyama W,

Nakaoka Y, Kanakura Y and Yamauchi-Takihara K. The efficacy of tocilizumab in a patient
with pulmonary arterial hypertension associated with Castleman's disease. Heart Vessels.
2010;25:444-7.

31. Sakakibara K, Feng GG, Li J, Akahori T, Yasuda Y, Nakamura E, Hatakeyama N,
Fujiwara Y and Kinoshita H. Kynurenine causes vasodilation and hypotension induced by
activation of KCNQ-encoded voltage-dependent K(+) channels. J Pharmacol Sci.
2015;129:31-7.

32. Wang Y, Liu H, McKenzie G, Witting PK, Stasch JP, Hahn M,
Changsirivathanathamrong D, Wu BJ, Ball HJ, Thomas SR, Kapoor V, Celermajer DS, Mellor

185



Chapter 6

AL, Keaney JF, Jr., Hunt NH and Stocker R. Kynurenine is an endothelium-derived relaxing
factor produced during inflammation. Nat Med. 2010;16:279-85.

33. Yaku K, Okabe K and Nakagawa T. NAD metabolism: Implications in aging and
longevity. Ageing Res Rev. 2018;47:1-17.

34, Hershberger KA, Martin AS and Hirschey MD. Role of NAD(+) and mitochondrial
sirtuins in cardiac and renal diseases. Nat Rev Nephrol. 2017;13:213-225.

35. Zhang D, Hu X, Li J, Liu J, Baks-Te Bulte L, Wiersma M, Malik NU, van Marion DMS,
Tolouee M, Hoogstra-Berends F, Lanters EAH, van Roon AM, de Vries AAF, Pijnappels DA,
de Groot NMS, Henning RH and Brundel B. DNA damage-induced PARP1 activation confers
cardiomyocyte dysfunction through NAD(+) depletion in experimental atrial fibrillation. Nat
Commun. 2019;10:1307.

36. Yoshino J, Baur JA and Imai SI. NAD(+) Intermediates: The Biology and Therapeutic
Potential of NMN and NR. Cell Metab. 2018;27:513-528.

37. Walker MA and Tian R. Raising NAD in Heart Failure: Time to Translate? Circulation.
2018;137:2274-2277.

38. Canto C, Houtkooper RH, Pirinen E, Youn DY, Oosterveer MH, Cen Y, Fernandez-
Marcos PJ, Yamamoto H, Andreux PA, Cettour-Rose P, Gademann K, Rinsch C, Schoonjans
K, Sauve AA and Auwerx J. The NAD(+) precursor nicotinamide riboside enhances oxidative
metabolism and protects against high-fat diet-induced obesity. Cell Metab. 2012;15:838-47.

39. Rajman L, Chwalek K and Sinclair DA. Therapeutic Potential of NAD-Boosting
Molecules: The In Vivo Evidence. Cell Metab. 2018;27:529-547.
40. Poyan Mehr A, Tran MT, Ralto KM, Leaf DE, Washco V, Messmer J, Lerner A, Kher

A, Kim SH, Khoury CC, Herzig SJ, Trovato ME, Simon-Tillaux N, Lynch MR, Thadhani Rl, Clish
CB, Khabbaz KR, Rhee EP, Waikar SS, Berg AH and Parikh SM. De novo NAD(+) biosynthetic
impairment in acute kidney injury in humans. Nat Med. 2018;24:1351-1359.

186



Chapter 7

Plasma melatonin levels predict
Survival in pulmonary arterial hypertension

Zongye Cai, Theo Klein, Laurie Geenen, Ly Tu, Siyu Tian
Annemien van den Bosch, Yolanda de Rijke, Irwin Reiss, Eric Boersma
Dirk Jan Duncker, Karin Boomars, Christophe Guignabert, Daphne Merkus

Department of Cardiology, Erasmus MC, The Netherlands

Department of Clinical Chemistry, Erasmus MC, The Netherlands

INSERM UMR_S 999, Hépital Marie Lannelongue, Le Plessis-Robinson, France
Université Paris-Saclay, School of Medicine, Le Kremlin-Bicétre, France
Pediatrics/Neonatology, Sophia Children’s Hospital, Erasmus MC, The Netherlands
Department of Clinical Epidemiology, Erasmus MC, The Netherlands

Laboratory Medicine, UMCG, University of Groningen, The Netherlands
Department of Pulmonary Medicine, Erasmus MC, The Netherlands

Walter Brendel Center of Experimental Medicine, LMU Munich, Munich, Germany
German Center for Cardiovascular Research, Partner Site Munich, MHA, Germany

Adjusted from: Lower plasma melatonin levels predict worse long-term survival in
pulmonary arterial hypertension. J Clin Med. 2020, 9(5), 1248.






Melatonin Levels Predict Survival in PAH

Abstract

Background: Exogenous melatonin has been reported to be beneficial in the treatment of
pulmonary hypertension (PH) in animal models. Multiple mechanisms are involved, with
melatonin exerting anti-oxidant and anti-inflammatory effects, as well as inducing
vasodilation and cardio-protection. However, endogenous levels of melatonin in treatment-

naive patients with PH and their clinical significance are still unknown.

Method: Plasma samples were collected and the levels of endogenous melatonin were
measured by liquid chromatography-tandem mass spectrometry in PH patients (n=64, 43
pulmonary arterial hypertension (PAH) and 21 chronic thromboembolic PH (CTEPH)) and
healthy controls (n=111).

Results: Melatonin levels were higher in PH, PAH, and CTEPH patients when compared with
controls (Median 118.7 [IQR 108.2-139.9], 118.9 [109.3-147.7], 118.3 [106.8-130.1] versus
108.0 [102.3-115.2] pM, respectively, P all <0.001). The mortality was 26% (11/43) in the
PAH subgroup during a long-term follow-up of 42 [IQR 32-58] months. Kaplan-Meier
analysis showed that, in the PAH subgroup, patients with melatonin levels in the 1st quartile
(<109.3 pM) had a worse survival than those in quartile 2-4 (Mean survival times were 46
(95% Cl: 30-65) versus 68 (58-77) months, Log-rank, P=0.026) with an increased hazard ratio
of 3.5 (95% Cl: 1.1-11.6, P=0.038).

Conclusion: Endogenous melatonin was increased in treatment-naive patients with PH, and
lower levels of melatonin were associated with worse long-term survival in patient with

PAH.

Keywords: melatonin, pulmonary hypertension, survival, clinical outcome
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Introduction

Pulmonary hypertension (PH) is a severe disease with a wide spectrum of underlying
etiologies. ! Pulmonary arterial hypertension (PAH) and chronic thromboembolic PH (CTEPH)
are two subgroups of PH, that both show severe pulmonary vascular remodeling. Current
PAH treatment strategies delay disease progression, but curative treatment, reversing
microvascular remodeling, has not been established.” 3 Therefore, research identifying
novel mechanisms of disease progression and identifying potential therapeutic targets are

necessary to develop new therapeutic strategies and improve prognosis.

Melatonin is a hormone mainly synthesized by the pineal gland and is well-known for its
role in the regulation of circadian rhythm.* Over the past decades, an increasing number of
studies have demonstrated that exogenous melatonin also exerts protective effects in
cardiovascular diseases, >7 respiratory diseases, 8 and cancers. ° It was already shown in
2007 that chronic hypoxia induced PH was associated with the loss of the pulmonary
vasorelaxation effect of melatonin, ° while supplementation of melatonin could prevent
chronic hypoxia induced PH via anti-proliferative and anti-inflammatory effects, 1*'1? as well

1315 restoring nitric oxide production,!! and increasing

as through inhibiting oxidative stress,
angiogenesis.'® These beneficial effects of melatonin were also shown in the rat models of
monocrotaline-induced PH, 1#17:18 and Sugen-hypoxia-induced PH. 2 In addition, melatonin
was also found to be cardio-protective in monocrotaline-induced PH by improving RV-

function and inhibiting cardiac fibrosis. ¢

Although animal studies suggest that exogenous melatonin might be beneficial for patients
with PH, endogenous melatonin levels in animal models of PH, and in treatment-naive
patients with PH and their clinical significance are still unknown. In the present study, we
therefore tested the hypothesis that lower melatonin levels would be associated with poor
prognosis in PH patients. For this purpose, we investigated plasma melatonin levels in two
well-established rat models of PH, and in treatment-naive patients with PH and studied

their clinical significance.
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Methods

Study population

A total of 64 consecutive treatment-naive adult patients with PH, including 43 patients with
PAH (Group 1) and 21 patients with CTEPH (Group 4), diagnosed by right heart
catheterization according to the guidelines between May 2012 and October 2016 were
included as PH group in this prospective observational cohort study. 1% 2° Exclusion criteria
for PH group were: incomplete diagnostic procedure, not treatment-naive, not capable of
signing informed consent, and other Groups of PH, including some patients from Group 1
PH, and all patients from Group 2, 3, and 5 PH (Figure 1). A healthy control group consisting
of 145 self-reported healthy volunteers, without any (prior) cardiovascular diseases and risk
factors, was recruited during the same period via an advertisement for healthy subjects, 34
volunteers were excluded from this study because of a blood pressure over 140/90 mmHg
at the time of visit. More details about the study design of both cohorts have been
previously described. 222 The study protocols were approved by the Erasmus MC Ethical
Committee and written informed consent was obtained by all PH patients and healthy

volunteers. All procedures were performed in accordance with Declaration of Helsinki.
Follow-up of PH patients

PH patients were prospectively followed-up until 15 of January 2019. All patients were
prescribed with specific PAH medications and/or treated with balloon pulmonary
angioplasty or pulmonary endarterectomy (CTEPH patients) when indicated according to
the guidelines.'® 2 The primary endpoint was defined as all-cause mortality. Survival status
of all patients was obtained from patients and checked in the Municipal Personal Records
database. Patients who did not reach the primary endpoint were censored at the 1% of

January 2019.
Animal models of PH

Two well-established rat models of severe PH were used in this study as previously
described.? In brief, monocrotaline-induced PH model (n=11) was established in 4 weeks-
old male Wistar rats (Janvier Labs, Saint Berthevin, France) with a single subcutaneous

injection of monocrotaline (40 mg/kg, Sigma-Aldrich, Saint-Quentin-Fallavier, France) for 3
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weeks. The Sugen-hypoxia-induced PH model (n=10) was established in 4 weeks-old Wistar
rats (Janvier Labs, Saint Berthevin, France) with a single subcutaneous injection of Sugen
(Sus416, 20mg/kg, Sigma-Aldrich, Saint-Quentin-Fallavier, France) combined with

exposure to normobaric hypoxia for 3 weeks followed by room air for 5 weeks.

Consecutive adult patients received right
heart catheterization for confirmation of
PH at the Erasmus MC between the May
2012 and Oct 2016 (n = 164)

Exclusion: (n = 51)

No informed consent (n = 8)
) | No PH with mPAP < 25mmHg (n = 29)

Incomplete diagnostic procedure (n = 11)

Not treatment naive (n = 3)

Patients diagnosed with PH (n = 113)

Exclusion: (n = 62)
Drug and toxin induced PAH (n = 1)
PAH-portal hypertension (n = 6)
PVOD (n = 2)

EEEeeee—— Group 2 PH (n=7)

Group 3 PH (n=15)
Group 5 PH (n=15)
Plasma samples unavailable (n = 3)

Patients with PH included (n = 64)
= PAH (n=43)
= CTEPH (n=21)

Figure 1. Enrollment scheme of PH patients in the current study. PH: pulmonary
hypertension, mPAP: mean pulmonary artery pressure, PAH: pulmonary arterial
hypertension, PVOD: pulmonary veno-occlusive disease, CTEPH: chronic thromboembolic
pulmonary hypertension.

Blood sampling and measurement of melatonin

For PH patients, regular peripheral venous blood sampling was performed during the
diagnostic right heart catheterization. For healthy volunteers, regular peripheral venous
blood sampling was performed at the time of visit. For animal models of PH, blood sampling
was performed before sacrifice. All blood sampling was conducted during daytime between
9:00 and 18:00, in which period the levels of melatonin were reported to be stable . All
blood samples were prepared as EDTA-plasma samples, and then frozen and stored in
aliquots at -80°C, and thawed only once for use. Melatonin levels were measured using

ultra-performance liquid chromatography-tandem mass spectrometry (UPLC-MS/MS).
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Briefly, 10 pL plasma was mixed with 10 pL deuterated melatonin (Melatonine-D3, Buchem
BV, Apeldoorn, The Netherlands) solution as internal isotopically labeled internal standard
and subsequently mixed with 80 pL acetonitrile for protein precipitation. After 10 minutes,
the samples were cleared by centrifugation and 90 puL supernatant was dried under a
stream of nitrogen at 30°C. The residue was reconstituted in 40 pL H,O (in-house purified
using a Milli-Q device) with 0.2 % (v/v) formic acid before quantitative analysis for
melatonin using an in-house developed UPLC-MS/MS assay on a Sciex 6500+ QTRAP mass
spectrometer (Sciex, Nieuwerkerk ad lIjssel, The Netherlands) hyphenated to a Shimadzu
Nexera UPLC system (Shimadzu Benelux, Den Bosch, The Netherlands). 10 pL reconstituted
sample was resolved on an Acquity HSS T3 UPLC column (2.1x100 mm, 1.8 um; Waters,
Etten-Leur, The Netherlands) using a gradient of acetonitrile in Milli-Q water, each with 0.2%
formic acid (v/v). Melatonin was detected in MRM mode by the mass transition m/z
233.1/174.1 (DP 56 V, CE 20V) and quantified to a standard calibration curve of 50-20000

pM using the area ratio of melatonin/melatonin-D3.
Statistical analysis

Data were tested for adherence to a normal distribution with the Kolmogorov-Smirnov
method. Continuous variables are presented as mean + standard deviation (SD) or median
[interquartile range (IQR)], categoric variables as numbers (percentages), or as otherwise

reported.

Group comparisons of continuous variables (eg, melatonin levels, age) were performed
using the unpaired t-test or Mann-Whitney test (2 groups, eg, human PH versus controls,
Rat models of PH versus controls), and one-way ANOVA or Kruskal-Wallis Test (3 groups,
human controls, PAH, and CTEPH). Groups comparisons of categoric variables (eg, sex,
NYHA) were performed using the chi-square test. Correlations analysis between melatonin
levels and baseline characteristics were determined using the Spearman correlation
coefficient. Logistic regression was conducted to determine whether plasma melatonin was
an independent risk factor that distinguishes between PH patients and healthy controls.
Univariate and multivariate Cox proportional hazard regression were used to assess
associations between plasma levels of melatonin and mortality in PAH patients, one PAH

patient with a very high melatonin level of 4471 pM was defined as an outlier (> 100 times
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the IQR), and was excluded to avoid interference. Comparisons of Long-term survival curves
between groups in PAH patients were performed using Kaplan-Meier analysis with log-rank

(for trend) test.

Statistical analysis was performed using IBM SPSS software (version 21.0.0.1), figures were
made using GraphPad Prism (version 8.0.2). A two-sided p value < 0.05 was considered

statistically significant.

Results

Baseline characteristics

Baseline characteristics of all treatment-naive patients with PH, PAH, CTEPH and healthy
controls are summarized in Table 1. PH patients were older and had higher heart rate and

body mass index than controls. PAH patients showed more severe PH than CTEPH patients.
Levels of plasma melatonin

The median of plasma melatonin levels in healthy volunteers was 108.0 [102.3-115.2] pM,
and was higher in treatment-naive patients with PH (118.7 [108.2-139.9] pM, p<0.001), PAH
(118.9 [109.3-147.7] pM, p<0.001) and CTEPH (118.3 [106.8-130.1] pM, p<0.01) (Figure 2A).
There was no difference between patients with PAH and CTEPH, and there was no sex
difference in either controls or PH patients. In addition, melatonin levels were significantly
higher in rat models of monocrotaline-induced PH (148.0 [107.2-175.8] pM, p<0.01) and
Sugen-hypoxia-induced PH (103.2 [83.7-118.1] pM, p<0.01) as compared to the control rats
(67.6 [58.9-80.2] pM), and were similar in these two rat models of PH (Figure 2B).

Correlation analysis

In healthy controls, there was a weak association between melatonin and heart rate (r=-
0.229, p=0.016), while no association was seen between melatonin with age, sex, body mass

index, and systolic blood pressure (Table 2).

In patients with PH, melatonin was inversely associated with age (r=-0.368, p=0.003) and
systolic blood pressure (r=-0.251, p=0.046). In the subgroup of patients with PAH, melatonin
was also inversely associated with age (r=-0.334, p=0.029). No association was seen in

patients with CTEPH (Table 2).
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Chapter 7

Neither in patients with PH, nor in the subgroups of PAH and CTEPH, a correlation was found
between melatonin levels with hemodynamic parameters (mean pulmonary artery
pressure, pulmonary artery wedge pressure, pulmonary vascular resistance), or cardiac

function (cardiac output, cardiac index), or 6-minute walk distance, or NYHA class (Table 2).
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Figure 2. Plasma melatonin was increased in patients with PH and 2 rat models of PH.

A. Plasma melatonin was higher in patients with PH (n=64), PAH (n=43), and CTEPH (n=21)
than in healthy controls (n=111), but there was no difference between PAH and CTEPH. B.
Plasma melatonin was higher in 2 rat models of PH, including MCT-induced PH (n=11) and
SuHx-induced PH (n=10), than in controls (n=9), but there was no difference between these
two models. Distribution of the Data was shown in violin plot with median and interquartile
range. *p<0.05, **p<0.01, ***p<0.001, Mann-Whitney Test or Kruskal-Wallis Test. PH:
pulmonary hypertension; PAH: pulmonary arterial hypertension; CTEPH: chronic
thromboembolic PH; MCT: monocrotaline; SuHx: sugen and hypoxia.

Table 3. Logistic regression analyses of plasma melatonin to distinguish PH patients and
controls

Multivariate #

Univariate
Model 1 Model 2
Odds Ratio 1.035 1.048 1.047
PH (95% Cl) (1.016-1.055) (1.022-1.074) (1.021-1.073)
p value <0.001 <0.001 <0.001
Odds Ratio 1.036 1.049 1.047
PAH (95% CI) (1.016-1.057) (1.022-1.076) (1.020-1.074)
p value <0.001 <0.001 <0.001
Odds Ratio 1.029 1.025 1.025
CTEPH (95% Cl) (1.002-1.056) (0.989-1.062) (0.988-1.062)
p value 0.033 0.175 0.184

#Model 1 was adjusted for age, and body mass index. Model 2 was adjusted for age, sex,
and body mass index. Cl: confidential interval.
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Logistic regression analyses

Logistic regression analysis was performed to determine whether plasma melatonin was an
independent risk factor that distinguishes PH patients and controls. Before correction for
the potential confounders (age, sex, and body mass index), plasma melatonin distinguished
PH patients and controls (Odds Ratio 1.035 [95% CI 1.016-1.055], p<0.001), PAH patients
and controls (1.036 [1.016-1.057], p<0.001), CTEPH patients and controls (1.029 [1.002-
1.056], p=0.033) (Table 3).

However, after correction for potential confounders, although plasma melatonin still
distinguished PH patients and controls, it only distinguished PAH patients but not CTEPH
patients and controls (Table 3). These results indicated that plasma melatonin was only an

independent risk factor for PAH, but not for CTEPH.
Long-term survival analyses

During a median follow-up time of 42 [32-58] month, 12 patients (11 PAH patients and 1
CTEPH patient) reached the primary endpoint, the observed mortality rates were 19%
(12/64) in the total PH group, 26% (11/43) in the PAH subgroup, and 5% (1/21) in the CTEPH

subgroup. Long-term survival analysis was performed in the PAH subgroup.
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Figure 3. Distribution of mortality in PAH patients. PAH patients were stratified into 4
groups according to the quartiles of melatonin levels in PAH patients: 1st quartile (Q1) <
109.3 pM, 2nd quartile (Q2) from 109.3 to 118.9 pM, 3rd quartile (Q3) from 118.9 to 147.7
pM, 4th quartile (Q4) > 147.7 pM. The mortality per quartile was 55% (6/11), 10% (1/10),
0% (0/12), and 40% (4/10), respectively.
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Initially, PAH patients were stratified into 4 groups according to the quartiles of melatonin
levels in the PAH subgroup: 1st quartile group < 109.3 pM, 2nd quartile group from 109.3
to 118.9 pM, 3rd quartile group from 118.9 to 147.7 pM, 4th quartile group > 147.7 pM.
The mortality in these 4 groups was 55% (6/11), 10% (1/10), 0% (0/12), and 40% (4/10),
respectively (Figure 3). No significant difference in the cumulative survival curves was

observed among the 4 groups (Log-rank for trend, p=0.478, Figure 4A).

However, patients in the 1st quartile and 4th quartile seemed to have worse survival than
others. Therefore, when considering melatonin levels as continuous variable in Cox
proportional hazard analysis, there was no significant association between melatonin levels
and mortality, without or with adjustment for age, sex, and body mass index (Table 4).

Table 4. Cox proportional hazard analysis for death per pM increase in melatonin in PAH
patients

Analyses Hazard ratio (95% ClI) p value

Univariate 0.995 (0.981-1.010) 0.546
Multivariate #
Model 1 0.999 (0.992-1.005) 0.653

Model 2 0.998 (0.992-1.005) 0.645

#Model 1 was adjusted for age, and body mass index. Model 2 was adjusted for age, sex,
and body mass index. Cl: confidential interval.

We next undertook a two-group survival comparison based on quartiles of melatonin levels.
Kaplan-Meier analyses showed that there was no significant difference between patients
with melatonin levels below and above the median (118.9 pM, Log-rank, p=0.449, Figure
4B). Similarly, stratifying patients based on melatonin levels within and below the 4th
quartile showed no significant difference in survival (147.7 pM, Log-rank, p=0.122, Figure
4C).

However, patients with melatonin levels in the 1st quartile (<109.3 pM) had worse long-
term cumulative survival than patients with melatonin levels in the 2nd to 4th quartile

(mean survival times were 46 (95% Cl: 30-65) versus 68 (95% Cl: 58-77) months, Log-rank,
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p=0.026, Figure 4D) with a significant increased hazard ratio of 3.529 (95% Cl: 1.070-11.642,
p=0.038).

When looking at baseline characteristics, patients with melatonin levels in the 1st quartile
were older than others, while there was no difference in other characteristics (Table 5).
After adjustment for age in the Cox model, the hazard ration of death for low melatonin
levels was no longer significant (1.607 (95% Cl: 0.402-6.426), p=0.503)), suggesting that age

may be a potential confounding variable.
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Figure 4. Long-term survival analysis in PAH patients. (A). There were no significant
differences in long-term survival among 4 quartiles stratified according to melatonin levels
in PAH patients. (B). There was no significant difference in long-term survival between
patients with melatonin levels below and above the median (118.9 pM). (C). There was no
significant difference in long-term survival between patients with melatonin levels in the
4th quartile (>147.7 pM) as compared to quartile 1-3. (D). Patients with melatonin levels in
the 1st quartile (<109.3 pM) had a worse long-term cumulative survival than patients with
melatonin levels in quartile 2-4.
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Table 5. Baseline characteristics in PAH patients in and above the 1st quartile of melatonin
levels.

PAH
1st Quartile Quartile 2-4
(<109.3 pM) (2109.3 pM) p value
N 11 32
Etiology
-iPAH, n (%) 2 (18) 13 (41)
- CTD-PAH, n (%) 6 (55) 11 (34)
- CHD-PAH, n (%) 3(27) 8 (25)
Age, years old 66 + 13 48 £15 0.001
Sex, women n (%) 9 (82) 20 (63) 0.213
sBP, mmHg 127 + 14 123+ 15 0.466
HR, beats:min ™! 79+14 80+18 0.965
BMI, kg:-m 2 27.1+3.9 26.9+6.8 0.931
mPAP, mmHg 47.0 (38.0-65.0) 45.0 (38.8-65.3) 0.880
PAWP, mmHg 13.0t5.1 11.3+5.8 0.450
PVR, WU 5.7 (3.9-11.4) 8.8 (5.6-11.9) 0.316
CO, L'min ! 51+15 48+1.4 0.522
Cl, L:‘min ":m 2 29+0.8 26+0.7 0.312
6MWD, m 271+ 148 356 + 152 0.172
NYHA, 1:2:3:4 0:4:4:3 1:9:19:3 0.359

Data are presented as mean + SD, median (IQR), or numbers (percentages). Student T Test,
Mann-Whitney U Test, or chi-square test were used for comparison. PAH: pulmonary
arterial hypertension; iPAH: idiopathic PAH; CTD-PAH: connective tissues diseases
associated PAH; CHD-PAH: congenital heart diseases associated PAH; sBP: systolic blood
pressure; HR: heart rate; BMI: body mass index; mPAP: mean pulmonary arterial pressure;
PAWP: pulmonary arterial wedge pressure; PVR: pulmonary vascular resistance; CO: cardiac
output; Cl: cardiac index; 6MWD: 6-min walking distance; NYHA: New York Heart
Association classification.
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Discussion

The present study demonstrates, for the first time, that plasma melatonin levels predict
clinical outcome in patients with PAH. The main findings of the study are that plasma
melatonin levels were higher in treatment-naive patients with PH than in healthy controls,
which was supported by the findings in two experimental models of PH. Higher levels of
melatonin were an independent risk factor of PAH in logistic regression analysis. However,

lower levels of melatonin were predictive of worse long-term survival for PAH patients.

Our study demonstrates that plasma melatonin levels were higher in PH patients when
compared with healthy individuals, the finding was also observed in two rat models with
monocrotaline- or Sugen-hypoxia-induced PH as compared to control rats, suggesting an
increase of melatoninin PH. These data seem to be in contrast with a recent study, showing
that melatonin was decreased in serum from PAH patients. ¥ An important difference with
our study is that the cohort in the study of Zhang et al was small (15 PAH patients versus 8
controls), and that the patients were treated with PAH medication whereas our patients

were treatment-naive.

The pathophysiological mechanisms underlying higher levels of melatonin in treatment-
naive patients with PH versus healthy controls are unclear. It has been shown that
melatonin levels decline with age in healthy humans. 2° In contrast, such a negative
correlation was absent in the healthy controls in our cohort, but was presentin PH patients.
As PH patients, that were generally older, had even higher levels of melatonin than the
younger controls, the difference between PH and controls is unlikely to be caused by the
age difference. Melatonin is mainly produced by the pineal gland, 4 and is an important
regulator of circadian rhythm. #- 28 Therefore, an entire 24 h profile of melatonin levels,
with knowledge sleeping patterns, is preferable to describe the melatonin levels, with
samples taken under a strict light control (<10 lux) because of the strong direct suppressive
effect of light on melatonin synthesis in the pineal gland. However, melatonin production
in the pineal gland, which increases at night, is stable during daytime and shows seasonal
variation. 229 Since we did not observe a seasonal sampling effect on melatonin levels in

either healthy controls or PH patients (data not shown) and higher melatonin levels were
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also present in two rat models of PH, which were housed in the same facility with identical

light—dark cycles, we believe that the increased melatonin represents a feature of disease.

In addition to its synthesis in the pineal gland, the enzymes that convert serotonin into
melatonin, serotonin N-acetyltransferase and N-Acetylserotonin O-methyltransferase,
were found to be present not only in the pineal gland but also in the plasma *° and the
lung.3! Melatonin synthesis can be activated by the activation of the sympathetic system
and the renin-angiotensin system. 323% PH patients and the two rat models of PH have
previously been shown to exhibit increased sympathetic activity (consistent with a higher
heart rate in PH patients in the present study) as well as activation of the renin-angiotensin
system. 349 Moreover, serotonin, the precursor of melatonin, is increased in the plasma of
patients with PH. #! These may have contributed to the higher levels of melatonin in the
plasma. Although there are differences in pathophysiology between PAH and CTEPH,
endothelial dysfunction and pulmonary vascular remodeling are common features for both
subgroups.? Interestingly, melatonin levels were increased in both PAH and CTEPH patients,
but did not correlate with hemodynamic parameters or cardiac functional severity, as
evidenced by a lack of correlation with pulmonary artery pressure, pulmonary vascular
resistance, cardiac output, 6MWD, and NYHA class. Although melatonin levels were
similarly elevated in patients with PAH and CTEPH, melatonin appeared only as an
independent risk factor for PAH but not for CETPH in logistic regression. In addition, 11 out
of 43 patients with PAH died, whereas all CTEPH patients except one survived. This might
be attributed to the fact that PAH patients showed a more severe PH phenotype with higher
pulmonary vascular resistance than CTEPH patients, and indicates that melatonin is not
simply a reflection of the disease severity. Importantly, in PAH patients, lower melatonin
levels were associated with a worse long-term survival although age may be a confounding
factor in this association. Worse survival with lower melatonin levels is in accordance with
a recent study showing that lower levels of melatonin in patients with dilated
cardiomyopathy correlated with a poor prognosis, worse cardiac function (lower cardiac
output) and more cardiac injury (i.e., higher levels of troponin T). & Furthermore, several
studies show cardiovascular protective effects of exogenous melatonin in both humans and

animal models, 37/ 4% % suggesting that higher endogenous melatonin levels may exert a
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protective effect in PH. Indeed, melatonin induces vasodilation, has anti-proliferative
effects as well as antioxidant and anti-inflammatory properties, 1% 4% thereby
counteracting the vasoconstriction, excessive cell proliferation, increased oxidative stress,
and inflammatory infiltration characteristic of PH. 3 We therefore propose that PAH
patients with endogenous melatonin in the lowest quartile may have lost the benefits of its
protective effects. Importantly, a protective effect of exogenous melatonin is still present
in the rat models of PH as utilized in the present study, !> 718 despite the fact that our
study shows that the endogenous levels of melatonin were already increased in these
models. Conversely, PAH patients with the highest levels of endogenous melatonin seemed
to have a high mortality in the present study. We believe that these high endogenous
melatonin levels may be attributed to the hyper-activation of sympathetic system and/or

renin-angiotensin system, 33°

which are present in severe PAH patients and therefore
contribute to a poor survival. 44> Therefore, whether exogenous melatonin supplements

may be effective as a therapeutic strategy in patients with PH remains to be established.

Conclusion

To our knowledge, this is the first prospective cohort study demonstrating that lower levels
of plasma melatonin predicts worse long-term survival in treatment-naive PAH patients,
however, whether exogenous melatonin supplements may be effective as a therapeutic

strategy in human PH remains to be established.
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Summary and General Discussion

Pulmonary hypertension (PH) is a complex, life-threatening disease characterized by an
elevated pulmonary artery pressure more than 20 mmHg at rest assessed by right heart
catherization. The elevation of pulmonary artery pressure can have various causes. Hence
PH is classified into 5 Groups based on its broad spectrum of clinical etiologies: Group 1,
pulmonary arterial hypertension (PAH); Group 2, PH due to left heart disease; Group 3, PH
due to lung diseases and/or hypoxia; Group 4, PH due to pulmonary artery obstructions
(including chronic thromboembolic PH, CTEPH); and Group 5, PH with unclear and/or
multifactorial mechanisms. ! Impaired pulmonary vasodilation and pulmonary vascular
remodeling are the common pathological abnormalities not only in PAH but also in other
groups of PH. 2 These changes lead to an elevated pulmonary vascular resistance (PVR),
which in turn causes an increased afterload for the right ventricle (RV). At the early-stage
of PH, patients are often symptom-free since the RV is capable of coping with the increased
afterload; this, however, contributes to the late diagnosis of PH. Over the past decades, we
have witnessed a huge achievement in the development and application of PAH targeted
therapy, which improved the survival and quality of life for PH patients. However, the
inability to reverse the pulmonary vascular remodeling remains an insurmountable obstacle,
which due to the continuously increasing PVR, inevitably leads to right heart failure at the

end-stage of PH.

Pulmonary vascular remodeling is characterized by the aberrant proliferation and apoptosis
resistance of pulmonary vascular cells, including endothelial cells, smooth muscle cells and
fibroblasts.? Several factors contribute to this process, such as shear stress, hypoxia, and
inflammation. 2 The interleukin-6 (IL-6) and IL-6 receptor a (IL-6Ra) pathway as well as the
transforming growth factor beta (TGF-B) family (BMP9) and its receptors (BMPR2) have
been identified to be an important role among the various signaling pathways involved in
this process. 2> However, the key underlying mechanisms in this process are incompletely
understood. Similarly, the main determinants that trigger the transition of compensated RV
dysfunction to overt right heart failure are incompletely understood. Current therapies for

PAH principally target the impaired pulmonary vasodilation, but not the pulmonary vascular
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remodeling and subsequently right heart failure. These together contribute to the limited

therapeutic options for PH patients and further harm their long-term prognosis.

To improve the outcome of PH patients, new therapies targeting different mechanisms
should be developed. Therefore, more in-depth knowledge of the pulmonary vascular and
cardiac pathophysiology in the development and progression of PH, and more research into
potential novel therapeutic targets are needed. In Part | of this thesis, two large animal
models of PH in swine representing CTEPH and CpcPH were used to describe and investigate
the mechanisms underlying the pulmonary vascular and cardiac pathophysiological changes
at the early-stage of PH. 8° In part Il of this thesis, a cohort of PH patients with a long-term
follow-up was used to investigate the prognostic values of metabolites from the tryptophan
metabolism, including metabolites from the kynurenine pathway and melatonin from the

serotonin pathway.

In Part | Chapter 2 and 3, we validated a swine model of early-stage CTEPH, induced by a
combination of endothelial dysfunction via chronic nitric oxide synthase inhibition and
pulmonary vascular embolism via repeated infusion of microspheres. Despite the presence
of pulmonary microvascular remodeling, evidenced by thickening of the pulmonary micro-
vessels, we found no evidence for inflammation and/or angiogenesis in the lung yet. The
pulmonary microvascular remodeling had already induced RV remodeling with mild RV
dysfunction in CTEPH, and exercise could facilitate the early recognition of RV dysfunction.
Further analyses showed that TGF-B1 induced activation of Rho-kinase signaling pathway
might contribute to the RV remodeling in CTEPH swine, and ROCK-2 inhibition might be

considered as a potential therapeutic target for CTEPH patients.

In Part | Chapter 4 and 5, we validated a large animal model of early-stage combined pre-
and post- capillary pulmonary hypertension (CpcPH) in swine induced via banding of the
confluent of the pulmonary veins of the inferior lung lobes for 12 weeks. We demonstrated
that pulmonary microvascular remodeling and RV remodeling are also present in CpcPH
swine, which is accompanied by an upregulation of the endothelin pathway in the lung.
Exercise could also facilitate the early recognition of RV dysfunction in CpcPH swine, and
we found that impaired RV O; delivery is a determinant of RV functional reserve in CpcPH

during exercise. Impaired RV 02 delivery during exercise therefore may contribute to the
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limited exercise capacity that is commonly present in PH patients and indicates that
increasing RV O, delivery may improve the clinical symptoms in PH patients. Furthermore,
we have preliminary data to suggest that the de novo NAD* synthesis via the kynurenine
pathway (KP) was activated in the lung of CpcPH swine. ¥ The KP is responsible for
metabolizing 90% of the essential amino acid tryptophan, and generating metabolites that
play important roles in vasodilation, inflammation and energy metabolism. 1112 Changes in

these processes have also been shown to be involved in the pathogenesis of PH. 2

In Part Il, therefore, we investigated the potential pathophysiological role of tryptophan
metabolism in PH. In Chapter 6, we demonstrate, for the first time, that inflammation
especially IL-6/IL-6Ra. contributed to the activation of de novo NAD* synthesis via the KP in
treatment-naive PAH patients, and that the currently approved PAH therapy normalized
this activated profile in survivors after one year, indicating that KP metabolites are potential
biomarkers of response to PAH therapy. Importantly, the altered KP metabolites were
independent risk factors of developing PAH and correlated with disease severity; patients
with higher levels of Kyn, 3-HK, QA, and KA had worse long-term survival during a follow-
up period of 42 months. Future studies should focus on whether inhibition of the de novo

NAD* synthesis through the KP could achieve a therapeutic efficacy in PAH patients.

In Part Il Chapter 7, we further investigated another tryptophan metabolite, melatonin, in
treatment naive PH patients (PAH and CTEPH) and two rat PH models. We demonstrated,
for the first time, that plasma levels of melatonin are increased in these patients and rat
models. The increased serotonin and activation of the sympathetic nerve system and the
renin-angiotensin system in patients and rat models might contribute to this phenomenon.
PAH patients with lower levels of melatonin had a poor long-term survival during a median
follow-up of 3.6 years, which is consistent with observations that melatonin acts as a
vasodilator, has anti-proliferative, anti-oxidant and anti-inflammatory properties and may
be cardio-protective, However, it is important to note that 40% of the PAH patients that
died did have high levels of melatonin. Therefore, the proposed therapeutic strategy of
melatonin supplementation in PH patients * should be carefully monitored and thoroughly

investigated.
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Part I: Cardiac Pathophysiology of Pulmonary Hypertension

The main findings of this thesis in Part | are that: 1) mild RV dysfunction characterized by
reduced RV-PA coupling with preserved cardiac index is a common phenomenon of early-
stage PH in two different PH models in swine, i.e. CTEPH and CpcPH. Moreover, exercise
could facilitate the early recognition of RV dysfunction. 2) RV O, delivery is a determinant
of RV function during exercise at early-stage CpcPH, which also explains the limited exercise
capacity commonly seen in PH patients. 3) from a molecular perspective, TGF-B1 induced
activation of oxidative stress contributed to the onset of RV dysfunction and might be

involved in the transition to right heart failure in PH.
Mild RV dysfunction at early-stage PH

At early-stage PH, RV hypertrophy with slight dilation is the first compensatory change to
cope with the increased afterload due to the increased PVR. This adaptive response of the
RV usually is capable of preserving cardiac index or stroke volume. >1¢ Consistent with this,
as described in Chapter 3 & 5, both CTEPH and CpcPH swine present increased Fulton index
with increased cardiomyocyte size and slight RV dilation as assessed by echocardiography
and/or cardiovascular magnetic resonance imaging. This change is accompanied with the
increased expression of associated genes, for example, hypertrophy marker BNP and

apoptosis-related markers caspase-3 and BCL-2.

With a compensation of RV hypertrophy and dilation, the resting cardiac index is preserved,
while RV-PA coupling, RV fraction area change, and TAPSE are already reduced in both PH
models. Importantly, RV contractile reserve (Ees) is reduced during exercise, this results in
a further reduction of RV-PA coupling during exercise when cardiac work and afterload (Ea)
are excessively increased in CpcPH as described in Chapter 5. Moreover, RV-PA coupling
during exercise is correlated with resting tPVRi in CTEPH as described in Chapter 3, which

indicates that exercise could facilitate early recognition of disease severity in PH (Figure 1).

PAH patients show RV diastolic dysfunction with increased myocardial stiffness. 7 In mild
disease, this is thought to be due to an increased myofibril stiffness, whereas increased
interstitial fibrosis further stiffens the myocardium in more severe disease.'® Both porcine

PH models also show a trend towards cardiac interstitial fibrosis. The increased myocardial
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stiffness in CTEPH swine might be attributed to the increased ratio of collagen 1 and 3, while
to blunt a further increase in myocardial stiffness, the more compliant titin isoform N2BA
is also increased as a compensatory mechanism as described in Chapter 3. This is consistent

with a rat model of mild RV dysfunction induced by pulmonary artery banding. &

Myocardial oxygenation is an essential requirement for proper cardiac function. Adaptive
RV remodeling in PH therefore shows preserved or even increased capillary density that
ensures sufficient O, delivery to the cardiomyocytes. Conversely, capillary rarefaction, i.e. a
reduced density is present in the failing RV, leading to a mismatch between O, demand and
supply. 1° In accordance with this, an increased capillary density is observed in CTEPH swine,
which is probably due to the enhanced angiogenesis regulated by increased expression of
VEGF-a as described in Chapter 3. Similarly, a preserved RV O, delivery is also observed in
CpcPH swine at rest and capillary density is maintained (Figure 1). However, a mismatch
between RV O, delivery and cardiac work is observed during exercise as described in

Chapter 5. This again indicates that exercise could facilitate early recognition of disease

severity in PH.

Healthy Early-stage PH
——————————————————————————————————————— i-® Increased:
: ; B e : !« RV contractility
' : ; i = Maintained:
Afterload T : i+ Cardiac index
| — | .
! RV hypertrophy | ! CBF and O, delivery
islight RV dilation| | " Reduced:
1 | 1« RVFAC
. ; |+ TAPSE
I —— R ORREEEEEE s === i-* RV-PA coupling
: ﬁv functional reserve, CBF and O, delivery reserve : :
I - o-r--- S
: : : i = Maintained:
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i+ Cardiacindex 5 5 ! = Reduced:
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Cardiac index
RV-PA coupling
CBF and O, delivery
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* RV-PA coupling i '

* CBF and O, delivery

Figure 1. Cardiac pathophysiology in early-stage PH. The changes described in the right
side of early-stage PH are a comparison to the healthy controls under the same condition,
either at rest or during exercise.
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RV O; delivery determines RV function during exercise in PH

Pulmonary vein banding of 60-65% of the pulmonary vasculature, that increases in severity
with the growth of the animal over a period of 12 weeks, results in pulmonary microvascular
remodeling and thereby progresses over time from isolated post-capillary PH into an early
stage of CpcPH with preserved RV function and RV O, delivery at rest. 2°22 However, RV
function and O, delivery are significantly reduced in CpcPH during exercise. The reduced RV
cardiacindex reserve in CpcPH could be partly attributed to the chronotropicincompetence,
which in turn is potentially due to the impaired autonomic control. 2*2* Moreover, despite
the presence of RV hypertrophy, the maximal contractility of the RV as observed during
exercise in CpcPH, is not further increased. This phenomenon is also observed in patients

with exercise-induced PH. %

The reason for this lack of augmentation of contractility may be that increasing contractile
induces a significant increase in myocardial O, consumption, which requires sufficient O,
delivery as the myocardial extraction reserve is limited. 2628 Although the RV could maintain
its cardiac index for a short period of time without sufficient O, supply by increasing its O,
utilization efficiency, 28 eventually, the RV will show decompensation even treated with high
dose dobutamine. Therefore, as described in Chapter 5, the impaired RV O, delivery reserve
in CpcPH might contribute to the reduced RV contractile reserve, and thus the global cardiac
index reserve during exercise. Indeed, a strong correlation between RV O, delivery reserve

and RV functional reserve was obtained.

Our study further revealed that this impaired RV O, delivery in CpcPH is not due to impaired
respiratory function (maintained arterial O, content) but principally caused by the reduced
RV systolic CBF, which is consistent with a profile of reduced ratio of systolic and diastolic
CBF flow in human PAH and animal studies. 236 This altered coronary flow profile indicates
that increased extravascular compression in PH is the main contributor to the reduced RV
CBF reserve, although the causality between CBF and RV function has not been established
in our study. Together with previous studies that showing maximal RV function is related to
maximal RV CBF in both healthy subjects and PH patients, 2% 374! we proposed that RV O,

delivery is a determinant of RV functional reserve in PH as described in Chapter 5.
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Inflammation in the progression of RV dysfunction

Inflammation has been proposed as a key contributor in the transition from adaptive RV to
maladaptive RV followed by overt right heart failure. 4> % At early-stage CTEPH, expression
of the pro-inflammatory cytokines, such as TNF-a and IL-6 were not altered in the RV, while
a trend towards an activation of TGF-B1-PAI-1 signaling pathway was observed as described
in Chapter 3. Together with activation of endothelin pathway in the circulation,** these

might induce the activation of Rho-kinase pathway, 4%

consistent with the upregulation
of gene expression of ROCK-2 in the RV. ROCK-2 has been demonstrated to play a
deleterious role in RV remodeling, **%° and showed a strong negative association with RV-
PA coupling during exercise in swine with CTEPH. However, ROCK-2 is not only expressed in
the myocardium but also in the vasculature, where its expression links to oxidative stress.
501n fact, the expression of oxidative stress related genes NOX-1 and NOX-4 are upregulated
in the RV of swine with CTEPH, which is consistent with previous studies that showing an
upregulation of NOX-1, NOX-2 and NOX-4 in the right coronary artery of swine with

pulmonary artery banding, 5! and an upregulation of NOX-4 in PH patients. 525
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Future perspectives

Our findings from the large animal models of early-stage PH in swine provided us with data
on early changes in the pulmonary vasculature and myocardium in the onset of PH. These
animal models could be beneficial to extensively study the transition of RV dysfunction to
RV failure. In order to do so, we could 1) further prolong the observation period to
investigate the transition from adaptive RV to maladaptive RV and even right hear failure
during the progression of PH. 2) investigate the molecular changesin the RV and LV in more
details. The current studies in the early-stage CTEPH swine only give us a small glance at the
change of the whole transcriptional profile, RNA sequencing will be the next option to fully
understand this profile not only in the heart but also in the lung. By doing this analysis, we
will be able to further screen for the essential and suitable targets for potential therapeutic
development. 3) Our studies demonstrated that the single-beat method is a feasible tool,
especially during exercise, as a substitute of the pressure-volume loop analysis to evaluate
Ees and thus RV-PA coupling. Since the deviation of coupling is larger in single-beat method,
and the derived coupling is often not equal to the real coupling, 5> we recommend to use
the pressure-volume loop analysis if available. We also noticed that the proposed normal
values of the RV-PA coupling (around 1 to 2) were based on an evaluation from the LV-
systemic arterial coupling in isolated canine LV, *® which is very likely to be different from
the RV-PA coupling. Thus, a validation study could be considered to determine the normal
value of RV-PA coupling. 4) In the present study, we considered thatincreased extravascular
compression would contribute to the reduced RV CBF, however, the intrinsic mechanical
changes in coronary vasculature would be another possibility that has not beeninvestigated
yet. A decreased compliance and/or distensibility of the coronary arteries might have a
negative influence on the flow. This mechanical properties of the coronary artery or
pulmonary artery could be evaluated by using intravascular ultrasound. 7 %8 > Since this
method is safe and feasible, these measurements could not only be performed in animal
models, but also in PH patients. During the same intervention, the CBF and flow reserve
could be measured by using the thermodilution method, ¢ which is more accurate than the

currently available measurements from imaging derived methods.
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Part ll: Tryptophan Metabolism in Pulmonary Hypertension

The main findings of this thesis in Part 1l are that: 1) tryptophan metabolism, via the KP as
well as towards melatonin, is altered in PH patients and in two rat models of PH (MCT and
SuHx), which is likely to be a complex consequence of neurohormonal and immunological
activation. Moreover, alterations in tryptophan metabolites are correlated with long-term
survival in PAH patients. 2) Pro-inflammatory cytokines, especially IL-6/IL-6Ra, induced KP
activation that seen in PAH patients in pulmonary vascular cells. Since KP metabolites are
the precursors of de novo NAD* synthesis, which could improve mitochondrial function and
thereby cell survival, KP activation might contribute to pulmonary vascular remodeling, and
therefore have a negative impact on survival of PAH patients. 3) Plasma levels of melatonin
were increased in PH patients. We hypothesize that altered serotonin synthesis as well as
activation of the renin-angiotensin and the sympathetic nerve systems may lead to these
increased plasma levels of melatonin in PH patients. However, PAH patients with lower
levels of melatonin showed worse long-term survival, which likely due to the loss of

protective properties of melatonin.
Kynurenine Pathway and Pulmonary Arterial Hypertension

In our study, as described in Chapter 6, we observed KP activation with lower Trp, higher
kyn, 3-HK, QA, KA, and AA in treatment naive PAH patients, and the currently PAH therapy
could partially normalize this profile in survivors after one year. This might be a result of the
reduction in inflammation in PAH patients with PAH therapy, ®* and also explains why other
PAH cohorts with patients already undergoing PAH therapy showed unchanged 3-HK, KA,
and AA when compared with controls. 6% 3

We, together with other studies, demonstrated that KP metabolites in PAH patients reflect
disease severity, > 5% 8 with higher levels of KP metabolites correlating with higher
pulmonary vascular resistance, reduced cardiac index, shorter 6-minute walking distance
and/or worse NYHA class. Survival analyses further indicated that KP metabolites (Kyn, 3-
HK, QA, and KA), especially with the latest measurement, were potential predictors of
mortality for PAH patients (Figure 2). This is consistent with recent studies showing that KP
activation, with higher levels of Kyn, 3-HK, and QA, was correlated with worse mortality in

patients with left heart failure. % 67
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Figure 2. De novo NAD* synthesis in PAH. IL-6/IL-6Ra. may contribute to the KP activation,
which might contribute to pulmonary vascular remodeling via activation of de novo NAD*
synthesis and has a negative impact on the survival of PAH patients. Trp: tryptophan, Kyn:
kynurenine, 3-HK: 3-hydroxykynurenine, 3-HA: 3-hydroxykynurenic acid, QA: quinolinic acid,
KA: kynurenic acid, AA: anthranilic acid, NAD: nicotinamide adenine dinucleotide, IDO:
indoleamine 2,3-dioxygenase, TDO: tryptophan 2,3-dioxygenase, KAT: kynurenine
aminotransferase, KMO: kynurenine 3-monooxygenase, KYNU: kynureninase, HAAO: 3-
hydroxyanthranilate 3,4-dioxygenase, QPRT: quinolinate phosphoribosyl-transferase.

Moreover, KP activation may be involved in the process of pulmonary vascular remodeling
in PAH. NAD", as the end product of KP metabolism, plays an essential role in mitochondrial
homeostasis and has been implicated in aging and longevity with its ability to improve
mitochondrial function and thereby survival of injured and/or apoptotic cells. 87° Hence,
NAD* boosting has been proposed and demonstrated to be promising therapeutic strategy
in diseases associated with NAD* deficiency, such as acute kidney injury and heart failure.
7077 On the contrary, pulmonary vascular remodeling with mitochondrial remodeling and
aberrant proliferation of pulmonary vascular cells are key pathological features of PAH. > 78

It has been already reported that NAMPT, the rate-limiting enzyme that is responsible for
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the NAD* synthesis via the salvage pathway, was increased in advanced PAH patients and
three rodent models of PH, and NAMPT inhibition has shown a promising therapeutic
efficacy in rodent models of PH by reserving pulmonary vascular remodeling. 7° In addition,
our preliminary data in the early-stage CpcPH model in swine also suggest an activation of
de novo NAD* synthesis in the lung (Figure 3). ¥° Taken together, available evidence
indicates that PAH might be a disease of NAD* abundancy, which may contribute to the

pulmonary vascular remodeling.
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Figure 3. Activation of de novo NAD* synthesis in the lung of CpcPH. B. KP enzymes profile
showed that IDO-1 was reduced while QPRT was increased in the lung of CpcPH. C. KP
metabolite profile showed that QA was lower in the lung of CpcPH. D. tNAD and NAD were
higher in the lung of CpcPH. *P<0.05, **P<0.01, mean+SEM, Mann-Whitney U test.

We further looked into the mechanisms underlying the KP activation in PAH. Altered KP
metabolism has been reported in relation to immune dysregulation and inflammation, %12
which are important contributors to the development and progression of PAH. 882 Qur in
vitro studies showed that stimulated MVECs, PASMCs and fibroblasts with IL-6/IL-6Ra., but
not IL-6 alone, induced a similar KP metabolite profile to that observed in PAH patients as
described in Chapter 6 (Figure 2). Therefore, we speculate that inhibition of IL-6Ra might
be able to normalize the abnormal KP metabolism, and alleviate the progression of PAH.
Although there was one patient with PAH associated with Castleman’s disease that did
achieve a clinical improvement from IL-6Ra inhibition by tocilizumab, # treatment with

tocilizumab did not show significant clinical improvement in PAH patients in a larger

TRANSFORM-UK phase-Il trial. 8 8> Nevertheless, IL-6R antagonism showed promising
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therapeutic efficacy in two rat models of PH (MCT and SuHx), ®> which have totally different
KP metabolite profiles from human PAH. It is possible that the failure to normalize the KP
metabolite profile in PAH patients with tocilizumab might be a potential reason that the
TRANSFORM-UK trial was unfortunately unsuccessful. This further emphasizes the need to
refine the animal models of PH to mimic human PAH as close as possible in order to achieve

a more successful translation from bench to beside.

Altogether, future studies should focus on whether inhibition of the de novo NAD* synthesis

through the KP pathway could also achieve a therapeutic efficacy in PAH patients.
Melatonin and Pulmonary Hypertension

Melatonin acts as a vasodilator, has anti-proliferative, anti-oxidant and anti-inflammatory
properties and may be cardio-protective. Consistent with these protective properties, many
studies have shown that exogenous melatonin supplements have a therapeutic effect in
multiple animal models of PH. 1# 893 We expected to see a lower plasma levels of melatonin
in PH patients, however, as described in Chapter 7, plasma melatonin levels are higher in
PH patients as well as in two rat animal models of PH (MCT and SuHx) when compared to

the corresponding controls.

Several mechanisms could potentially contribute to this phenomenon. First, serotonin, the
precursor of melatonin, was shown to be increased in patients with PH. % This may have
contributed to melatonin-production via a two-step enzymatic reaction, which is driven by
serotonin N-acetyltransferase followed with the N-Acetylserotonin O-methyltransferase. %>
% Second, activation of the sympathetic nerve system and the renin-angiotensin system are
commonly observed in PH patients and the two rat models of PH, %1% and activation of

these systems can induce an overproduction of melatonin (Figure 4). 102104

Moreover, higher levels of melatonin in patients with PAH seem to be a protective factor
since patients with lower levels of melatonin have a worse long-term survival as described
in Chapter 7 (Figure 4). This might be because patients with lower levels of melatonin lost
the protective effects of melatonin against the progression of the disease. However, it is
important to note that 40% of the PAH patients that died, did have high levels of melatonin,

perhaps as a consequence of over-activation of the sympathetic nerve system or the renin-
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angiotensin system, both of which have been observed to be associated with worse
outcome in PAH patients. 101195106 Although exogenous melatonin may act differently as
endogenous melatonin, the proposed therapeutic strategy of exogenous melatonin
supplementation in PH patients based on animal studies should be carefully monitored and
thoroughly investigated.
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Figure 4. Lower levels of melatonin predict worse long-term survival in patients with PAH.
The loss of the protective effects from melatonin seems to harm the survival in PAH patients
with lower levels of melatonin.
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Future perspectives

Our studies describe altered tryptophan metabolism in PH, that correlates with prognosis.
Furthermore, we found that inflammatory factors, most notably IL6/IL6Ra signaling affect
tryptophan metabolism in pulmonary vascular cells. These provocative findings at the same
time pave the way for new questions to be answered: 1) We speculate that PH might be a
disease with NAD* abundancy, but the exact NAD* levels in PH patients as well as their
correlation with disease severity and mortality should be determined. However, the rapid
consumption of NAD* in the circulation makes quantification a challenge. An alternative
option is to quantify NAD* in circulating cells or the organs such as lung and heart tissues.
2) To comprehensively understand the whole process in the de novo NAD* synthesis, it is
necessary to know the expression pattern of the enzymes involved in this process. This
could be easily determined in the circulating cells by flow-cytometry and in the tissues by
RT-qPCR and western blot, etc. 3) In the present study, we found that the KP metabolism in
the animal models of PH is different from PAH patients, in order to achieve a translational
success, create an animal model that sharing the same KP metabolism as human PAH is
necessary, perhaps add IL-6/IL.-6Ra as a second hit in these models is a good choice. If a
similar KP metabolite profile would be shown in these new models, preclinical trials could
be performed to evaluate the efficacy of inhibition of the de novo NAD* synthesis. 4) Future
studies should test whether inhibition of the de novo NAD* via the KP using Epacadostat
(inhibitor of the rate-limiting enzyme indoleamine 2,3-dioxygenase-1) have a therapeutic
efficacy in PAH patients. Epacadostat has already been put to use in Phase Il and phase IlI
clinical trials for cancers, and was shown to be safe and well-tolerated in humans.1%’ 5) To
fully understand the role of melatonin in patients with PAH, methodological limitations of
current studies need to be overcome. Thus, a 24 hours profile of melatonin production in
PAH patients should be measured, because melatonin has a strong circadian rhythm, 108110
Furthermore, blood sampling should be performed under strict light conditions, at least
below 10 lux and ideally less than 5 lux, to avoid light suppression of melatonin. Finally,
determination of the expression pattern of the enzymes involved in melatonin synthesis in

the lung will allow us to understand better the altered production of melatonin in PAH.
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Pulmonale hypertensie (PH) is een complexe, levensbedreigende ziekte die wordt
gekenmerkt door een verhoogde gemiddelde pulmonale arteriéle druk van meer dan 20
mmHg in rust, gemeten tijdens katheterisatie van het rechter hart. PH kan het gevolg zijn
van verschillende onderliggende ziektebeelden, en wordt daarom onderverdeeld in 5
groepen: groep 1, pulmonale arteriéle hypertensie (PAH); groep 2, PH ten gevolge van linker
hartziekte; groep 3, PH ten gevolge van longziekten en/of hypoxie; groep 4, PH door
obstructies van de longslagader (inclusief chronische trombo-embolische PH, CTEPH); en

groep 5, PH met onduidelijke en/of multifactoriéle onderliggende oorzaken.

PH gaat gepaard met veranderingen in het longvaatbed. De meest voorkomende
pathologische afwijkingen zijn verminderde vaatverwijding en structurele veranderingen
van de pulmonale vaten (vasculaire remodellering). Deze veranderingen leiden tot een
verhoogde pulmonale vaatweerstand (PVR), die op zijn beurt een verhoogde werkdruk voor
het rechterventrikel (RV) geeft. In het beginstadium kan het RV de toegenomen werkdruk
compenseren door dikker te worden (hypertrofie) en krachtiger samen te trekken. Door
deze compensatie zijn er in dit stadium vaak geen duidelijke symptomen, waardoor PH
meestal laat gediagnostiseerd wordt, wat de behandeling van deze P(A)H-patiénten
bemoeilijkt. In de afgelopen decennia heeft onderzoek geleid tot de ontwikkeling en
toepassing van diverse PAH-specifieke therapieén, die de overleving en kwaliteit van leven
voor PH-patiénten hebben verbeterd. Ondanks dat deze therapieén zorgen voor een
verlaagde PVR met name door accute vaatverwijding te veroorzaken, kunnen zij structurele
veranderingen in het pulmonale vaatbed niet terug draaien. Het onvermogen om deze
pulmonale vasculaire remodellering om te keren, zorgt ervoor dat de PVR op de lange
termijn blijft toenemen, hetgeen leidt tot rechter hartfalen in het eindstadium van PH. Het
is echter onduidelijk welke factoren bijdragen aan de transitie van gecompenseerde RV-

hypertrofie naar rechter hartfalen.

Pulmonale vasculaire remodellering wordt gekenmerkt door een toename van proliferatie
en apoptose-resistentie van pulmonale vasculaire cellen, waaronder endotheelcellen,
gladde spiercellen en fibroblasten. Dit proces kan worden veroorzaakt door veranderingen

in factoren als shear stress, hypoxie en inflammatie, waarbij interleukine-6 (IL-6), de IL-6
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receptor a (IL-6Ra), de familie van transforming growth factor beta (TGF-B) eiwitten en
bijbehorende receptoren zoals de bone morophogenetic protein receptor 2 (BMPR2) een
belangrijke rol lijken te spelen. Tot op heden is het echter onduidelijk hoe de activatie van
deze signaalpaden bijdraagt aan het ontstaan en/of het verergeren van de pulmonale
vasculaire remodellering. Om de prognose van PH-patiénten te verbeteren is het belangrijk
dat er nieuwe therapieén worden ontwikkeld die de pulmonale vasculaire remodellering
kunnen omkeren en de overgang van RV-hypertrofie naar rechter hartfalen kunnen
vertragen. Om nieuwe therapeutische doelen te identificeren is het noodzakelijk om meer
kennis op te doen over de pulmonale vasculaire- en cardiale pathofysiologie tijdens de

ontwikkeling en progressie van PH.

In deel | van dit proefschrift is gebruik gemaakt van twee PH varkensmodellen die in ons
laboratorium zijn ontwikkeld. Het gaat hierbij om een model met CTEPH veroorzaakt door
een combinatie van endotheeldisfunctie en microembolisatie, en een model voor type 2 PH,
ten gevolge van pulmonaal-veneuze stenose. In deze modellen is onderzoek gedaan naar
mechanismen die ten grondslag liggen aan de pulmonale vasculaire en cardiale

pathofysiologische veranderingen in een vroeg stadium van PH.

In hoofdstuk 2 en 3, hebben we allereerst gekeken naar de activatie van inflammatie en
angiogenese in de longen van het CTEPH varkensmodel. Ondanks de aanwezigheid van
pulmonale microvasculaire remodellering, met verdikking van de vaatwand van de
pulmonale microvaten, waren er echter geen aanwijzingen voor activatie van deze
processen in de long. Vervolgens hebben we onderzocht of metingen tijdens inspanning,
wanneer het RV zwaarder belast wordt, kunnen bijdragen aan een betere inschatting van
de mate van RV dysfunctie. Daarnaast hebben we onderzocht of deze dysfunctie onder
inspanning correleerde met activatie van bepaalde signaal transductie paden in het RV. RV-
pulmonaal arteriele coupling is een maat voor de compensatie-capaciteit van het RV, en
correleerde inderdaad met de expressie van genen van verschillende signaal transductie
paden, zoals Rho-kinase (ROCK2), NADPH-oxidase, VEGF, en de ratio tussen TIMP-1 en
MMP2. Deze signaal transductie paden reguleren oxidatieve stress, vaatnieuwvorming en
bindweefselvorming, en kunnen daarmee bijdragen aan RV remodellering. Het is bekend

dat ROCK2 een centrale rol kan spelen in al deze processen, wat ROCK-2-remming een
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interessant potentieel therapeutisch doelwit maakt om RV remodellering te beinvloeden in

CTEPH-patiénten.

In hoofdstuk 4 en 5 hebben we gekeken naar de rol van endotheel dysfunctie in de
pulmonale vaten van varkens met een pulmonaal veneuze stenose. In dit model waren
zowel pulmonale microvasculaire remodellering, als RV dilatatie en RV hypertrofie
aanwezig. Naarmate de pulmonaal veneuze stenose ernstiger werd, was er steeds meer
activatie van het endotheline systeem in de long. Expressie van pre-pro-endotheline, de
voorloper van endotheline en van ECE, het enzym dat deze voorloper omzet, was verhoogd
in de longen. Verder was expressie van de ETB receptor verlaagd in de longlobben met
stenose, maar niet in de longlobben zonder stenose. Deze activatie van het endotheline

systeem veroorzaakte vasoconstrictie en droeg daarmee bij aan de toegenomen PVR.

In hetzelfde model is gekeken naar het vermogen van het RV om zich aan te passen tijdens
inspanning, de zogenaamde functionele RV reserve. De grootte van deze reserve bleek
direct gerelateerd te zijn aan het vermogen om de doorbloeding van het RV te laten
toenemen, en daarmee het zuurstof aanbod aan het RV te verhogen. Een verminderde O,-
afgifte in het RV kan daarom bijdragen aan de beperkte inspanningscapaciteit die vaak
aanwezig is bij PH-patiénten. Een verhoging van O;-afgifte in het RV zou mogelijk de

klinische symptomen bij PH-patiénten kunnen verbeteren.

Verder suggereren voorlopige data verkregen uit longweefsel dat de de novo NAD*
synthese via de kynurenine-route (KP) geactiveerd wordt in de longen van varkens met
pulmonaal veneuze stenose. De KP is verantwoordelijk voor het metaboliseren van 90% van
het essentiéle aminozuur tryptofaan, waarbij metabolieten waaronder kynurenine worden
gevormd. Deze metabolieten hebben belangrijke rollen in processen als vaatverwijding,
inflammatie en energiemetabolisme. Veranderingen in precies deze processen zijn ook

betrokken bij de pathogenese van PH.

In deel Il hebben we daarom de potentiéle pathofysiologische rol van het metabolisme van
tryptofaan in PH onderzocht. In een cohort van PAH-patiénten in het Erasmus MC hebben
we gekeken hoe tryptofaan metabolieten veranderd waren, en of deze metabolieten

gebruikt kunnen worden als biomarker om de prognose van deze patiénten te voorspellen.
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In Hoofdstuk 6 laten we voor het eerst zien dat inflammatie, en met name IL-6/IL-6Ra,
bijdraagt aan de activering van de novo NAD* synthese via de KP in PAH-patiénten op het
moment van diagnose. Belangrijk is dat de gewijzigde KP-metabolieten onafhankelijke
risicofactoren waren voor de aanwezigheid van PAH en gecorreleerd waren met de ernst
van de ziekte; patiénten met hogere niveaus van vier van deze metabolieten (Kyn, 3-HK, QA
en KA) hadden een hogere kans op sterfte tijdens een follow-up periode van 42 maanden.
Tevens bleek dit metaboliet profiel te normaliseren na een jaar gebruik van de momenteel
goedgekeurde PAH-therapie. KP-metabolieten zouden dus potentiéle biomarkers kunnen
zijn om de respons op PAH-therapie te voorspellen. De vraag of remming van de novo NAD*
synthese via de KP een mogelijke therapie voor PAH zou kunnen zijn, biedt een zeer

interessant onderwerp voor toekomstige studies.

In deel Il, hoofdstuk 7, hebben we onderzoek gedaan naar een ander, KP onafhankelijk
metaboliet van tryptofaan, melatonine. Melatonine werd gemeten in het plasma van zowel
niet eerder behandelde PH-patiénten (PAH en CTEPH), als ook in twee PH-modellen in
ratten. We hebben voor het eerst aangetoond dat de plasmaspiegels van melatonine
verhoogd zijn in zowel patiénten als ratten met PAH. Hoewel we de oorzaak van de
verhoogde melatonine spiegels niet verder onderzocht hebben, denken we dat dit
veroorzaakt kan worden door verhoogde serotonine-spiegels en activering van het
sympathische zenuwstelsel en het renine-angiotensinesysteem, welke al eerder zijn
aangetoond in patiénten en raten met PAH. In onze studie bleek een lagere melatonine-
spiegel in PAH-patiénten gerelateerd te zijn aan een slechte overleving op lange termijn
tijdens een follow-up periode van 42 maanden. Dit is consistent is met waarnemingen dat
melatonine vaatverwijdend werkt, oxidatieve stress verlaagd, anti-proliferatieve en
ontstekingsremmende eigenschappen heeft en cardio-beschermend kan zijn. De
beschermende effecten van melatonine suggereren dat melatonine-suppletie een
mogelijke therapie zou kunnen zijn in PAH. Het is echter belangrijk op te merken dat van de
PAH-patiénten die overleden tijdens follow-up, 40% juist hoge melatoninespiegels hadden.
Voordat melatonine-suppletie als mogelijke therapie in PH-patiénten toegepast zou kunnen

worden, is dus nog wel eerst grondig onderzoek en zorgvuldige controle vereist.

240



Mgk (PH) 22— LGEREGYRR, LHBATEAREHECFERSE
I ARE AT 20 B RRAE. RBEARBE, PH ToAhrRa: —, s
prdE (PAH) =, A~ kymilAesg PHy =, Midkmfe/ sk A5 4269 PH; v,
Ml S kP E 7| A2 69 PH (46120 o AbAe 2k PH, CTEPH) ; #, #Lhl RAfR %
FrALH] 73089 PH, ARIEMIFS A F44E, PHIT A= KK Eabhgal PH, IR
HEmb G PH, fotEmb® il PH (CpcPH) o M e 4 475K 2 35 Fo bl
HEB 2 PH T2 ARBEARKE., EX/L+4, PAH 8 FRIFT E XK
#h, RERSGTELENWELR A ER . 12,2 PAH 3284 77 09 £ 245 A 247 KA
A, FREEE G TR, FTAMOEMARLENS, HCENE AT RS
o, RAFEACSRBRAET. KELaASMIS, KT PH 69-F4 SRk % 3 4 32
BE AR E R PH F o946 B, A3t —FI28BA 20976 77 ¥e,5 38 2 A5 e,

§o =3 A B EAAT R BAVR R FA T B AR PH AR AL (CTEPH = CpcPH)
AR CIEREARFERERBLEB RIS E2LNGHE: 1) MithdE B
82 A S S R T AR R B A R T PH AL A 64 3 Bl AAE, R ILA S48 ME F A2 45 5 F
IR B RE K. FHBRELSAHRBRLEEHNENXETEEELLE
BiRA, RFEHEREAYT PH & FRRAFeif . 2) EFEHMNXT, F
# CpcPH #94 © F &b Ao S EN A& BHEAK, XMHET PH X NiEs)
W) Z R HERE . I, ECEERMEFLE A RER AR TEESIALL
HTRRGH EH A S RAEFH ). 3) TCHFB1 F54 Bt (ROCK2 L47)
TRAL T ARG E ALK, Rith SEMKEGRBHE L,

F 2y A W REACAT R BT AT IEE R FAE R RAR R & /B AR PH &% 49
Wi m B Ah. 22 AN 1) PH B AEREWERRKRMEL, &8
R BIRIEZAAR L FRZRRE, XTRANBRERLBRBFTOERLEEH, b,
& RBARM = TR TM PAH B eyKIAAF, 2) RXE@mIEE T 1L-6/11-
OROUFTT RSN F = AP A fn B 2w A (AL, TR MLAm AT Em L) 09 KRR BB IR
o HIEARBESSFE NAD I kA w38 A, NAD T LAz K 4o 69 A& 0b e, B it
ZIEBRBET A F BN o 0 A AR A B E W, R AP R LR R
%97 PAH #9 e s, 3) PH B R P 9 2L ZKFE2E S TEFA, ETHA
52T BEERUAREFH- TR RERIBAAZRARNEAN L. Rm, REZK
T4k by PAH & dy T k3 748 2 Z 09097 AR A fm A 0 B8 KA 5 %

241



242



Chapter 9

Appendix and Acknowledgement






PhD Portfolio

PhD Portfolio

Name: Zongye Cai

PhD Period: 2016.09 - 2020.06

Department: Experimental Cardiology, Department of Cardiology
Research School: Cardiovascular Research School (COEUR)
Promoters: Prof. dr. D.J.G.M. Duncker

Prof. dr. D. Merkus

Summary Year ECTS

1 PhD Training

COEUR Courses and Symposium

Congenital Heart Disease Part | 2017 0.5
Intensive Care Research Part | 2017 0.5
Intensive Care Research Part Il 2017 0.5
Cardiovascular Imaging and Diagnostics Part | 2017 0.5
Cardiovascular Imaging and Diagnostics Part Il 2017 0.5
COEUR PhD day 2019 0.4
Ischemic Heart Disease 2019 0.5
Biomechanics in Cardiovascular Disease 2019 0.1

Other Courses

The Workshop Writing Successful Grant Proposals 2016 0.5
PHAEDRA Consortium Summer School 2017 0.6
PHAEDRA Consortium Summer School 2018 0.6
NHF PhD Training Course: Vascular Biology 2018 2.0
Coordinator Course: Research Integrity 2019 0.3
Microscopic Image Analysis: From Theory to Practice 2019 0.8
Biostatistical Methods I: Basic Principles Part A 2019 2.0
NIHES Summer Program: Clinical Trials 2019 0.7
NIHES Summer Program: Cohort Studies 2019 0.7
NIHES Summer Program: Case-control Studies 2019 0.7
NIHES Course: Survival Analysis for Clinicians 2020 1.9

245



Chapter 9

Other Symposium

PHAEDRA Consortium meeting 2017 0.3
PHAEDRA Consortium meeting 2018 0.3
Erasmus MC Pulmonary Hypertension Symposium 2018 0.3

National and International Conferences

International CTEPH Conference 2017

(Leuven, Belgium) 2017 0.6
15t Translational Cardiovascular Research Meeting

(Utrecht, The Netherlands) 2017 0.6
The 11" Oriental Congress of Cardiology

(Shanghai, China) 2017 1.5
ESC Congress 2017

(Barcelona, Spain) 2017 1.5

3™ European Conference on Neonatal and
Paediatric Pulmonary Vascular Disease

(Groningen, The Netherlands, Poster) 2017 1.1
6" World Symposium on Pulmonary Hypertension

(Nice, France, Travel grant, 2 Posters) 2018 1.9
Frontiers in CardioVascular Biology 2018

(Vienna, Austria, Travel grant, Poster) 2018 1.1
The 12" Oriental Congress of Cardiology

(Shanghai, China) 2018 1.5
ESC Congress 2018

(Munich, Germany, Moderated Poster) 2018 2.0
ERS International Congress 2019

(Madrid, Spain, Poster) 2019 2.0
ESC Congress 2020

(Amsterdam, The Netherlands, Poster) 2020 2.0
2 Teaching

Internship Supervision: Esther Lam & Bram van Liemde 2017-2019 2.0
Total 33.0

246



List of Publications

List of Publications

Publications

1. Z Cai, T Klein, S Tian, L Tu, LW Geenen, AE van den Bosch, YB de Rijke, IKM Reiss, H
Boersma, Cvan der Ley, M van Faassen, | Kema, DJ Duncker, KA Boomars, KT Lundmark,
C Guignabert, D Merkus. Kynurenine metabolites predict survival in pulmonary arterial
hypertension: a role for IL-6/IL-6Ra.. (Ready to submit)

2. Zongye Cai, Ly Tu, C Guignabert, D Merkus, Z Zhou. Purinergic dysfunction in
pulmonary arterial hypertension. (Under Revision, JAHA)

3. Z Cai, T Klein, LW Geenen, L Tu, S Tian, AE van den Bosch, YB de Rijke, IKM
Reiss, H Boersma, DJ Duncker, KA Boomars, C Guignabert, D Merkus. Lower
plasma melatonin levels predict worse long-term survival in pulmonary arterial
hypertension. J Clin Med. 2020, 9(5), 1248.

4. Z Cai*, RWB van Duin*, K Stam, A Uitterdijk, J van der Velden, A Vonk
Noordegraaf, DJ Duncker, D Merkus. Right ventricular oxygen delivery as a
determinant of right ventricular functional reserve during exercise in juvenile
swine with chronic pulmonary hypertension. Am J Physiol Heart Circ Physiol.
2019; 317: H840-H850.

5. K Stam*, Z Cai*, N van der Velde, RWB van Duin, E Lam, J van der Velden, A
Hirsch, DJ Duncker, D Merkus. Cardiac remodeling in a swine model of chronic
thromboembolic pulmonary hypertension: comparison of right vs. left
ventricle. J Physiol. 2019; 597: 4465-4480.

6. RWB van Duin, K Stam, Z Cai, A Uitterdijk, A Garcia-Alvarez, B Ibanez, AHJ
Danser, IKM Reiss, DJ Duncker, D Merkus. Transition from post-capillary
pulmonary hypertension to combined pre- and post-capillary pulmonary
hypertension in swine: a key role for endothelin. J Physiol. 2019; 597: 1157-
1173.

7. K Stam, RWB van Duin, A Uitterdijk, Z Cai, DJ Duncker, D Merkus. Exercise
facilitates early recognition of cardiac and vascular remodeling in chronic
thromboembolic pulmonary hypertension in swine. Am J Physiol Heart Circ
Physiol. 2018; 314: H627-H642.

8. Z Cai*, J Li*, Q Zhuang, X Zhang, A Yuan, L Shen, K Kang, B Qu, Y Tang, J Pu, D
Gou and J Shen. MiR-125a-5p ameliorates monocrotaline-induced pulmonary
arterial hypertension by targeting the TGF-betal and IL-6/STAT3 signaling
pathways. Exp Mol Med. 2018; 50, 45.

247



Chapter 9

9. L Sun*, Z Cai*, J Pu, J Li,J Shen, C Yang, B He. 5-aminosalicylic acid attenuates
monocrotaline-induced pulmonary arterial hypertension in rats by increasing
the expression of Nur77. Inflammation. 2017; 40: 806-817.

10.J Shen*, Z Cai*, L Sun, CYang, B He. The application of intravascular ultrasound
to evaluate pulmonary vascular properties and mortality in patients with
pulmonary arterial hypertension. Journal of the American Society of Echo-
cardiography. 2016; 29(2): 103-111.

11.L Sun, H Zhao, Y Kang, X Shen, Z Cai, J Shen, B He, C Yang. Two-dimensional
echocardiography in the assessment of long-term prognosis in patients with
pulmonary arterial hypertension. PloS one. 2014; 9: e114443.

Abstracts

1. D Merkus, JJ Steenhorst, RWB van Duin, Z Cai, DJ Duncker. Impaired Oxygenation of the
Right Ventricle during Development of Pulmonary Hypertension in Swine is not due to
Loss of Nitric Oxide. The FASEB Journal. April 2020. 34(S1): 1-1

2. ZCai, Cvan der Ley, M van Faassen, Ido Kema, DJ Duncker, D Merkus. Activation of de
novo NAD+ synthesis in the lung of pulmonary hypertension. European Respiratory
Journal. 2019; 54, PA1419.

3. Z Cai, RWB van Duin, K Stam, A Uitterdijk, J van der Velden, DJ Duncker, D
Merkus. Impaired right ventricular oxygen delivery reserve is associated with
reduced RV reserve in post-capillary pulmonary hypertension during exercise.
European Heart Journal. August 2018. 39 (suppl_1). P248.

4. Z Cai, RWB van Duin, DJ Duncker, D Merkus. Importance of Indoleamine-2,3-
Dioxygenase in the pathogenesis of pulmonary hypertension. Cardiovascular
Research. April 2018. 114: S49-549.

5. RWB van Duin, K Stam, Z Cai, DJ Duncker, IKM Reiss, D Merkus. Transition from
post- to combined pre-/post-capillary pulmonary hypertension: key role of
endothelin. Cardiovascular Research. April 2018. 114: S48-548.

6. RWB van Duin, Z Cai, DJ Duncker, D Merkus. Myocardial oxygen delivery is
progressively impaired during development of pulmonary hypertension.
Circulation. 2017; 136: A21287.

7. Z Cai, J Shen, L Sun, C Yang, B He. The application of intravascular ultrasound
to evaluate pulmonary vascular properties and mortality in patients with
pulmonary arterial hypertension. Journal of the American College of
Cardiology. October 2015. 66(16): C239.

248



List of Publications

Chinese

1.

BRI 8], 70 A KF. B AR B IR 45 S AL R R AR KT B Bk B R B A e
P B Fa g 78 2] P s 4 g Je &, 2015, 43(12): 1061-1067.

BRME, UL . SR AR KM & AT RS 2 B AR, 2014, 2003):
142-145.

W, B, TN R K. B AT S BRI AR AR b A A TR I B Rk B R 69 8
01 A% 5 52 8%, 2014, 9(04): 247-250.

TR K, BEM, VLT BTSRRI T T ARG ST R AN M dn A A AT S Rk

5 14)0]. WA 5 58K, 2014, 9(04): 285-287.

JRATE, X B3R, L P e, R A AT SR E £ AT S R R P A&,
2014, 23(22): 2585-2588+2592.

These authors contributed equally.

249



Chapter 9

250



Acknowledgement

Acknowledgement

When | started to prepare my thesis, | decided to begin with this part since | thought this is
the most straightforward section, however, it turned out to be the most challenging part. |
came to realize that no words can express beyond any relationships for family, friends, and
colleagues, etc. And it might end up with thousands of “Thank you”, but still cannot express
my acknowledgement for you who are always by my side. Over the last four years, | felt so
lucky that being surrounded by so many intelligent, funny, caring, and lovely people, and
the achievement of this thesis would not have been possible without your support.

Prof. Dirk Jan Duncker

“Hi, Zongye”, “Hi, Professor”. That’s our most frequent conversation during my PhD, and
usually in the hallway. You are always very busy, but once you have time, | can learn a lot
from your very broad knowledge, thanks for your support in the last four years. You are the
most generous boss that | have met, you paid the first week of hotel costs when | first
arrived in Rotterdam, and after that | have had lots of chances to attend different
conferences and visit different cities in Europe.

Prof. Daphne Merkus

Thanks very much for your daily supervision in the last four years. From the very beginning,
| could feel that you are unique, but | could not figure out what precisely was special. Finally,
| realized that it is “stay positive whatever happens” when | read one of your comments on
my thesis. You never lose your temper, never blame anyone, and keep positive and
optimistic all the time. Thanks a lot for your support of my ideas about my projects, and for
always being on my side and let me do what | thought, | am really enjoying the environment
of research freedom that you created. And most of the time, | could feel that you know
what’s on my mind even without any words. Hope you can become a superwoman when
traveling between Rotterdam and Munich, and get as much funding as possible.

Richard, Kelly, Siyu, Michelle, and Shaojun

Thanks for Richard and Kelly, it was very lucky for me that you had already done a lot of
work with the porcine models when | started my PhD, without this tremendous basis | could
not have finished my PhD on time. Best wishes for you and your families. For Siyu, many
thanks for your assistance with my projects, hope you and your boyfriend could successfully
finish your PhD, and | look forward to hear your good news of marriage soon. For Michelle,
because your efforts on the work on tryptophan metabolism in placenta, we can share our
thoughts about this pathway so that | don’t feel lonely doing my projects. Congratulations
on your manuscript to be published in Hypertension. Thanks for being my paranymph, and
best wishes for your future. For Shaojun, thanks for being my paranymph as well, hope you
could get your PhD as soon as possible, and perhaps choose the same position in Hangzhou
after your PhD as well since we have already chosen three same universities.

251



Chapter 9

Esther, Liesbeth, Lau

“Hi, Esther, could you help me order something?”. You always respond super quickly so that
| could get my items in time. “Hi, Liesbeth, could you help me with some problems of my
computer”. You are so nice to help me solve every problem that happens in a very urgent
situation. | still remember you were so kind to help me dealing with my tooth pain just like
a family, Liesbeth walked together with me to the ER, Esther drove me to the hospital to
do the tooth surgery. And Lau, who sometimes wears red pants, which makes me recollect
the young me dancing with red pants 10 years ago.

Maarten, Jens, Ruben, Oana, Ranganath

| often jumped into your office room and asked questions. Many thanks for your patience
answering my questions. You are so funny and friendly to be with. | will never forget the
scream shout and melodious singing from Maarten, “Oki Oki” from Jens, Ruben drove me
to Daphne’s party, Oana often cares for my family, and Ranga dances along to the music of
Michael Jackson in the tissue culture room.

Monique, Annemarie, Jarno, llona, André, Marc, Martine, Maaike, Metin,
Rob, lhsan, Caroline, Aladdin, Hajo, Sharad, Mathijs, Joaquim, Alberto, Heleen,
Marielle, Harold, Patricia, Kim, Joop, Janneke, Esther-Lam, Bram, Meera, et al.

Many thanks and best wishes for all the colleagues in the Experimental Cardiology and the
23" floor, | really enjoyed the time working with you, we had lunch together, we had lab
day and outdoor activities together, we discussed protocols together, we met in the hallway
and sent greetings mutually, we shared our stories whatever good news or bad news, and
so on. All of these will be happy memory in my life, | will share them with my friends.

Annemien and Laurie (Clinical Cardiology), Karin (Pulmonary Medicine)

I could not have finished my PhD without your help on sorting out the plasma samples for
my projects, at the same time | learnt a lot about how to organize a biobank, and how
important it is to take care of patient’s privacy. Many thanks to Laurie, you always respond
very fast to my requests and questions, and gave the comments on my manuscript like in a
second and often very constructive, wish you a good future career!

Prof. Yolanda de Rijke and Theo (Clinical Chemistry)

Although it took a while for us to be connected in the beginning, it turned out to be a
productive collaboration. It was a great pleasure to work with you, thanks for validating the
method for tryptophan metabolites measurement. Many thanks to Theo, you squeezed
your time for my samples, especially during the pandemic difficult times. Wish you enjoy
your new job, and best wishes for you and your families.

252



Acknowledgement

Prof. Irwin K.M. Reiss (Pediatrics/Neonatology)

” o«

“Let’s do it”, “this is good, very good”, “excellent ideas”, “super”. If someone ask me who
is Prof. Irwin, | would like to use the same words you always express. | admire your very
distinct personal character. Thanks for your support of my projects, and wish you a healthy
condition forever.

Thierry (Pathology)

| even cannot remember how | got to know you in the beginning, and perhaps it is because
your wife is Chinese that makes you more sensitive to be captured by me. It is surprising
that you visited more cities in China than me, and tasted much food than me. It looks like
you are more familiar with China than me. Thanks for your help with the stainings in my
projects, although they are not included in the current thesis, they will have their space in
the near future. Hope we can meet each other in China one day, and | will take you to try
some awesome Chinese food that you haven’t tried. | also look forward to hearing that you
have become a father of a Dutch-Chinese baby soon.

Prof. Eric Boersma (Clinical Epidemiology)

The first time | met you was during a statistics course, you are a very charming professor
who can explain difficult statistic methodologies in a very easy way. Thank you very much
on supervising me on the statistics of my manuscripts, | really learnt a lot from that.

Prof. Marie Jose Goumans, Babu, and Tiago (Leiden)

Thanks very much for your kindness helping me with some important experiments and
borrowing the Ibidi system to us. Babu, you are very nice and funny. Wish you could get
more and more funding, and enjoy enough time with your family. Best wishes for your baby,
and hope he is filled with lots of fun, love, and cuddles. Tiago, for me it is a pity that you
chose not to do research, however, do whatever you like as long as you can enjoy your life.

Prof. Anton Vonk Noordegraaf and Prof. Jolanda van der Velden (Amsterdam)

| was impressed by Prof. Anton when he said: “we can always find associations between
this and that, but does this really mean something?” That's the first time | came to realize
that I should change the way | am doing research. | admire your wisdom that you can always
propose challenging and unexpected questions, as well as your great contributions on right
ventricular dysfunction in pulmonary hypertension. Many thanks for Prof. Jolanda, who is
a very nice and elegant professor that helped me a lot on titin expression quantification.

Prof. Ido Kema, Martijn, and Claude (Groningen)

Thanks for your collaboration to start the measurement of KP metabolites of my project.

253



Chapter 9

Prof. Gérald Simonneau, Prof. Marc Humbert,
Prof. Christophe Guignabert, Ly, Carole, and colleagues (Paris)

Since | started my research on pulmonary hypertension, | was really impressed by the work
your group has done and ongoing contributions to this field, and improving the life quality
of patients. | will remember the dinner we had together in Barcelona with Gerald, Marc and
Yu Taniguchi. The first time | met Christophe was at the 6™ WSPH in Nice, before that |
heard about you from Marc many times, and read thousands of times your name in the
literature about the role of inflammation in pulmonary hypertension, which | am really
interested in. You are so nice to help me with my projects, you and Ly invited me for dinner
every time | visited Paris. The most impressive thing is that you always reply quickly in a
second when we are discussing the project. Our project is ongoing, and my interest and
enthusiasm on deciphering pulmonary hypertension will never vanish. Hope | can also
contribute as much to this field as you have.

Karin and colleagues (Sweden)

No words can describe our friendship and the way we met each other in an elevator during
the 3rd Pediatric PVD conference in Groningen in 2017. Your interests and supports in my
projects really promote my enthusiasm of my projects. It was a great pleasure, and | was
delighted to stay with your family when | visited your lab in 2018. Your lovely kids and a
versatile husband who can play a guitar professionally left me a precious and happy
memory in Lund. | am also impressed by your kindness towards your patients, you take very
good care of your patients who seem like your kids. | hope | can be as good a physician as
you, and | think we can do a lot together in the future with the management of patients.

Prof. Horst Olschewski and Bence (Vienna)

It was very nice to meet you and discuss my NAD* project at ERS congress 2019 in Madrid,
it is really a surprise that you are willing to collaborate with us, and share the lung tissues.

Prof. Dobromir Dobrev and colleagues (Germany)

It was very nice to meet you by random chance at FCVB meeting 2018 in Vienna, and thank
you very much for sharing the right ventricle tissues for my project.

Last but not least,

I know many of you haven’t been to China yet, but learnt a lot from the media about China,
I would like to invite you to visit China and experience what and how it is. | cannot guarantee
that you will love it, but | am sure that you will think differently about it.

254



Acknowledgement

For my dear Chinese friends
bEAHF . 2HEWN  LRRA #HEMZ D
HAE L KBE AN
& ELH AL ERB RANGE BG BRK

ERHAELEIFLFoR —RAGIWTAN , BAXNEREL£575 . DD
AN EE  FEER  AEH  AHBE Aok FE T S ERAT 220
A Fa WA ARNA R Z L @ B2 Ko Hako

HUALAFAMAEN . BLHH i D 2 5

QRS SRR F2EMBELEGRE AL TR THE SO BH S8 H4H
L AEE LN RIBERER T TR BAAZHE ZEE 24 B % RAEAK
FEM 2 Ade kA 2l 20024 R Bk ERAEEZM BT ARE LR LY %
FEEAAE FR AL RTHEE F L Dl 496 28 239 24 203 —N
BB IhEH BRI PR BREE b L ETRATAE T G2 B £ %
e wmINg HEFIoRA BHZ BE BTH A% B BA BAOBEM%

AW HENZ A BATHROLBEFA/ RME—B AT L ROEER (Howaor
Studis) 2 F &N/ KK ANLBEALEZK  BREGEEGREFOES . 42
Oh . AHRARGED., FEROIBEFTLENEE BB NEFRL— L
BB E BB EREF LI LUB. BERD AN T RAREINE A f248
BRI T FEEBFROEE. BB DS RRBINA G W W Riglr . itk L o
o R MFAFRBIEROIDFNFTAL . #2NTLTARNLA . NHEFD
NTREAERAZHAE . BREVALB AP B GEERMNTBE S BART
$FB0RR . AFEALT RO AL STHE  RBKEELRNAT L S dith
—RRFELEEFEF O B4 WEFFEL AR @BANKREL DL .
RELET S FWFRE2H. BB BEFLRRELORER ROBEE . Ko
CHEMBENELRRALBLREHR DT LS G A E XL A LAEREH T
REWN: FHIRBIGEABRINCHOELE  ZLARSDOBHBH/ aRd/I 4
R: BEFLERELEZFGRE . ke T RMNBRE  AZHARRHAD LD
R TS, BRALTBIRF e | gk g RB RGP L NFH . FF R

255



Chapter 9

TR FMAGELTRRL BB NHER . T FHEL, RFTEBHA | k5 MENIE
W E. AR ROWALZWAL . 5RBEZGAZ L BAERLLEXN— %ﬁ%
DA RERDRERBBCERE . BT IR R LS
%ﬁ%ﬁ%@%ﬂ%&,ﬁﬁﬁﬁﬁi%o%W%Mw%&&x%%@%%Mﬁﬁ
NMELZLORERTOBEED . NN B LI EDEEZLTRBI W RE  Kik
TR B FEMAFRKGBESLTHEE. B “BoBe ABHELIN &K
REG AR GHALR, B EAFRERRART ARG P F. ~EA
BARLLGEHAO AW T FE 24 L3  RFRBREWENEE kL
BEhd B i DA CRLBE FHREE  RLARE L AEF D
FTEY LT LREEIBD I, RE—WRH  RITF: REFEEDT S . AL

WMBESRINLZESZR AR EME . BNEH T AHG L F&Z L ERAERE,

RIABCTDAERE B FLHLE REFORL , FHMNELL408
Al ERE: AS RGBTV ORI LA Wi LEAZ TG  ALERE
2. dAEH AL —BHGLME A RCEFRBIED R . AR LAWK .
HERENQGCHRY  BRBRAL T B0 BBt l. B 45—
UAPAR AT G BFh Panzy L, SRR ERAB AT DR D Z L B ER&aAg

T A ENBERNT L RBAM, RT AR LD TRAL LT,

ER SR RRARH BN EBDRERET . B R B GHF RS 2k
HBHLZEDBD. RIBEB IR ALNOBEARLARL L DL BER . REAB Y

BRE. BINPBAB bR LRSS ELPDERBED LD B L | AN N2 £

Rtk Sk ETE BTN EB GG BRI EEZ I B RE. RK
R R EBEE T | Feikda 2 Bz R kia b Papendal ( FF E o>
W RAM. B L2 ) Go Madeud (829 ) HEPRARBOLIE. 28R HEWD

~

ARELBHEML 2RO E B BB P ELAB AR . T K,

MBFWAFRILT R BERERFOELL. KRR BAT, AL EZLC B
BT RHARE REFLELRABARERT  NERNELRBALLS
Y FREEB BRAERE . ABLRCLLRAYRE  ZEARANLT RS ZLA
Gt s g AFRREFLFFR  BBTILALOLIGBREL. R A
LORABR O —FBE  AERABRBRIHB  HHFLTRLOBRERANLBL
— ko RECHAL®BBBA A S, KABET ARG EF DB LS. (=2@b,
BB A FEEBBUIRELEBBERN RN FEF D TR A F R —

256



Acknowledgement

AAFHAGHD  FLEONFELANAT A bth. MER: HFEXBBEG T W .
BREBMNEZEGNALS  HACBLATORE. REE. - LERikkd i
ReFER2 T  AABAOBET LARENLREERLS R —Fok B BN LD
Ef. MUMBALETNEHEBERE. GHFW. BAEEOE S  HERBEHAE
BIERAEENF RN ARADEELEEST DGR RXE S 2w T H#HE L
Wik ERGH FEBANL FRNK KR, Pt &R AHERAT  2bHad
A HFRRRELZTORAT  2d A3 8 8F 97 T8 “QHRA Lamis
Fo RANNREFABETOA  FERBREBW T AFIBHE  4AZ R/ E
MALBEOMERE BN ETRLACERFALTDBE. RERIBEROAL
FaEFzERBOB 2 Wik —2BE L k. BE WL EWCBIGUF L
BA I EBNEZTORE  BHGELAGE R BT 2EBHERRHE T,

For my dear supervisors in China

#ZM5H® , AWML BRI
REREWN L BZA LT ESERBHER

AW REHGALTEH. CHEREEANTHRE  EREHI L hANE TR
Foil, MWARG kL Lih RS —RrnERhuMaRE A, KFRBES
MBA AR D EENAR  BA-NAEVEBOHER | R A R, R#E—L
AERERGBE G Feh k408 BHERAGEALLEGDRE GBI H . £, Fo i
MR HBRP T REEZ 2B AH . KA JEARNGET LA RER /

HEREWM L Z 0G0 E R

CABSF D BE , DENOEDNEERMHRDAMRE L T 28 T dk 23
MAERREERA LB HREAGAEES L EARBL L BB Y BT A BB
EWBRE . BHRHELRDRLARER DA CHEGFE R LR E L ER
=5 R I G RN/ 40E 4 BN BE AR R AL ZRHEE L.

SRHEEWM B2 AT ETEREE —ER

EBEXI A2 B EHBAF DG EbHEREF TR XD E S Fa B L% Do
NEBRKN. HELREFBBEAFFICED DF 2 AW RN #Fold /7 4k %K
BEDNTIIE  FLEIEPDZFLRBALRERY

257



Chapter 9

For my beloved family

TR, BEZAR B5%5
#-4% @3

WARRNTED —  ERABAALRBOBR. DRE2 S FL20ESF . AL
2008 FRBBAEA ARNB B GG LA LMW LR G LR E S
FoRiho WA 3F . EAQENETRHLEHERAEN  RNBBRFLELLT .
ARBHRRSFEHLT  RRETART L. LA BXENAEZZT 9% 2@
8 FT A FARMNEBEDFELWENE L,

WWREHR , ERE—L K$4a8>
HEE &

L2FRT R AEad  WAHE WTREAME. BLEL A BB T
HFBE HRAE . BHBAGEE . AELT BT FBRILLR. 9BAE—
HHER  RBRLTRALTRBENE AWML EGRE  RPLBLAATDL .
BRADHAMERE  BEHIELEACLZE B4 FL IR BAEEMN
PRAEZHLGHEBRAMA AL BREAN—RALWGEAEREL S BFRAH T
b @G NICE, MONALO, DUSSELDORZ, LOLOGNE, GHENT., BRUSSELS,
2ABO, LAGOS, LISBON, PORT0 %%, W ekigd .  RURF2F . B %,

258



About the author

Zongye Cai was born on 31 December 1989 in Shangban,
Quanzhou City, Fujian Province, China.

After graduation from Huian NO.1 High School of Fujian
in 2008, he obtained his bachelor degree of medicine in
2013 by five years study of preventive medicine, including
public health and clinical medicine, at Xiangya School of
Medicine, Central South University, Changsha City, Hunan

Province, China.

In 2016, He obtained his master degree of medicine (Cum Laude) under the supervision of
Prof. dr. Jieyan Shen by three years study of internal medicine, including clinical and basic
research training on pulmonary hypertension, at Department of Cardiology, Renji Hospital,
School of Medicine, Shanghai Jiao Tong University, Shanghai, China.

From September 2016 to June 2020, he accomplished a four years PhD in Cardiovascular
Science under the supervision of Prof. dr. D.J.G.M Duncker and Prof. dr. D. Merkus with a
full scholarship from China Scholarship Council at Department of Cardiology, Erasmus MC,
University Medical Center Rotterdam, The Netherlands.

After his PhD, he will start a three years residency training in combination with a clinical
post-doctoral position under the supervision of Prof. dr. Jianan Wang at Department of
Cardiology, The Second Affiliated Hospital of Zhejiang University School of Medicine,
Hangzhou City, Zhejiang Province, China.

259



260






	Chapter 1. Introduction and outline of this thesis
	Chapter 2. Exercise Facilitates Early Recognition of CTEPH
	Chapter 3. Cardiac Remodeling in CTEPH: RV vs LV
	Chapter 4. From IpcPH to CpcPH: a Role for ET
	Chapter 5. RV O2 Delivery and RV Function During Exercise in CpcPH
	Chapter 6. Kynurenine Metabolites Predict Survival in PAH
	Chapter 7. Melatonin Levels Predict Survival in PAH
	Chapter 8. Summary and General Discussion
	Chapter 9. Appendix and Acknowledgement



